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fcMt:^CD47^#: 

[0002] CD47}iIntegrin Associated Protein (lAP) tiil^i-£tl^!^^>^<ii^M'V:h^o 

Vv":^y ^-ISiS^^^irLT. a V i3 3-r:^:^^y >'^M-^#:?r?l^^-r5CD47 (lAP) ib^ 

[0003] mmmMmm^Mm\.n^<wm(D^i^^mmir^^t^ @ ^ 

. WO97/32601}*. mm^y:!'^—^/\-iffim^'Wmmmm^T:^h—i^:^^mf& 

[0004] W099/12973}* , fch<DCD47 (ii;lTthCD47i:i-5 ; J. Cell Biol., 123, 485-496, 
1993tJ:T5y^iH^JS.t;?lt^BB^J;6S^«; Journal of Cell Science, 108, 3419-3425, 

1995) ^^mtir:5^/^u—^/uifL^xhoXs ^mi^hcD47^mi-^^mikmm 

/VMABL-l^^. MABL-2^#:. rtV^0^-r'5^^-t'^yK— MABL-1 (FE 
RM BP-6 100) ^t;^MABL-2 (PERM BP-6101)^|E^bTV>5o 
[0005] WO02/33072, WO02/33073«, fchCD47^in;M^i-^^yiJ'ci— 
thCD47^^-r§W^«»f-TJKh— 

[0006] thCD47^Srin:J^^-rS^/^n— ^/V'^ft:^f&|^^i:LTffiV>;5#^ 
. ^Mti^iST^-fr^ jfc*5;6^oCD47--Oi^-^^i!^tJ?TJKb— i^JJ^fl^^tt^Ji 



wo 2005/044857 



2 



PCT/JP2004/016744 



#fl=:S:ifel : WO97/32601 
#W:fi:it2 : W099X1 2973 
#fF:i:ife3:WO02/'33072, WO02/'33073 
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[0007] :^mm(Dwmi^. mmmmrvtzwti^cD47m.^^mmir:5^tx-h^o ^^tc 

[0008] ^mmmhu. ±mwkm^^ir^titb tci^^w^bfc^m. mmmmru 
i)^-^cD4:7-^<Df^^mi^AxjiT^h-^^:^mf&mmmw^tixm.^oX]km 

[0009] irfj:t>ib.:^mmiisxr(D-h(D^mm'r^o 

[1] CD47lC^'a'«t:Mk^#:« 

[2] CD47;&SthCD47-Cfc§MtB[l] tC|Em<^fcMb^«=o 

[3] fcMl:^#:<OCDR;6S-r.j7^^^fi3l5-e*>5ttrK[l]*fc{*[2]{C|B«(^)tHk*n;#:„ 

[4] i;ir<Dm^\(D\^ ^-ftv/^^^^ti' mfSB[i]-[3](D v ^-f tv;?)^ic:ia^<Dt Hk;*n:fr : 

(1) gB^J#-^7(DT5y^#-^31— 350BB^J (CDRl) . T5:y®?#-^50— 66(DgB^j ( 
CDR2)> T^y^#^99— 106<75ga^J(CDR3) 

(2) iB^J#-^10OT^/^#-^31— 35<DgB^J (CDRl) . T^/^#-^50— 660ia^J ( 
CDR2) , T^y^#-^99— 106<Z)ga3?U(CDR3) 

(3) gB^J#-^13(DT^y^#-^31— 35(DgH3^J (CDRl) . T^y^#:^50— 66<Dga^J ( 
CDR2). T^7^#-^99— 106Oia^J(CDR3) 

(4) Ba^j#^i60T5:ym#-^3i-35<^ia^j (cdrd . TKymm^5o-G6<Dmm ( 
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CDR2) , T?y^#-i-99— 106<DiB^J(CDR3) 

(5) gH^J#^19<DT^y^#^31— 35(7)Ba^J (CDRl) , T5y^#-^50— 66(DgS^J ( 
CDR2), T^y^#^99— 106<^gB^J(CDR3) 

(6) iE^J#-^22(DT5y^S^31— 350iH^J (CDRl) , T5:y^#^50— 660iB^J ( 
CDR2). T^y^#-^99— 106<DBa^J(CDR3) 

(7) ia^J#-i-30(7)T5y^#^31— 35<DBE^J (CDRl) . T^y^#-^50— 660gB^J ( 
CDR2). T5y^#-^99— 106(DgE^J(CDR3) 

(8) ia^J#-^37<^T5/^#^24-39<Z)ia^J (CDRl) . T5:y^#-^55— 61(Dia^J ( 
CDR2). T^y^#^94— 102<Dia^J(CDR3) 

(9) iB^J##40(Z)T5:/^#-8-24— 39<^ia^J (CDRl) . T^y^#-8-55— 610iE^J ( 
CDR2) , T5/^#-^94— 102<^iE>?IJ(CDR3) 

(10) iH^J#^43(DT^y^#^24— 39(Dia^J (CDRl) , T^y^#^55— SKDiB^J ( 
CDR2). T^y^#-^94— 102OiB^J(CDR3) 

(11) iE^J#-^46<DT^y^#^24— 39(^iB^J (CDRl) . T5:y^#-^55— 61(DgH^J ( 
CDR2). T57^#^94— 102<Z)ga^J(CDR3) 

(12) ga^J#^49<Z)T^y^#^24— 39(Dga^J (CDRl) . T^y^#-^55— 61(DgE^J ( 
CDR2) . T^y^#-^94— 102<^)gH^J(CDR3) 

(13) BS2?rj#-^52<DT^/^#^24— 39<DBa^J (CDRl) . T5y^#-^55— 61(DBa3?IJ ( 
CDR2). T^/^#-^94— 102<^BB^J(CDR3) 

(14) iE^J#-^57(DT5:y^#-^24— 39<Dia^J (CDRl) . T5y^#-^55— 610SB^J ( 
CDR2), T^y ^#-^94— 102<DgB^J(CDR3) 

(15) gB^J#^64(DT^y^#^31— 350iH^J (CDRl) , T5y^#^50— 66<?Dga^J ( 
CDR2), T5/^#^9— 106OgB^J(CDR3) 

(16) gB^J#^67(DT^y^#^24— 39<75iB^J (CDRl) , T^y^#^55— 61<DBE^J ( 
CDR2) , T5y^#-^94— 102<7)iE^J(CDR3)o 

[5] ur(Dmm(D\, ^-r tv>6^^tf HfrieciD-raov ^•rtii>^\^mm(D\iHt^i^ : 

(1) ia^J#-i-7OT^y^#^l-30<DBH^J (FRl) , T5y^#^36— 49<DBa^J (FR2) 
. T^y^#^67— 98<DgB^J(FR3), T?y^#-^107— 117(^gE^J(FR4) 
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(2) mn^-^iO(DT^ym^^'i—30<Dmm (frD . r^y^n-^ae— 49<z)iB^j (fr2 

). T^/^#^67-98©iH^J(FR3). T^y^#-^107— 117<7)gE^J(FR4) 

(3) gS3?lJ##13<^T^/^#-^l— 30<7?iB5?U (FRl) . T^/^#-^36— 490iB^J (FR2 
) . T5y^#-^67— 98<DgH^J(FR3). T^y^#-^107— 117(7?iH^J(FR4) 

(4) iB^J||-^160T5:y^#-^l— 30(Dga^J (FRD . T^y®^##36— 49<DiE^J (FR2 
) . T^y^#^67— 98©HH^J(FR3), T5y^#-i-107— 1170gB^J(FR4) 

(5) gB3?lJ#-^190T^y^#-^l— 30(??gB^J (FRl) . T^/^#-^36— 490BB^J (FR2 
) . T5y^#-^67— 98(DiH^J(FR3). T5y^#^107— 117(Dia^J(FR4) 

(6) mnm^22(DT^/mW^l—30(Dmn (FRD , T?/^#-^36— 49<DiB^J (FR2 
)> T^/^##67— 980gB^J(FR3). T^/^#=^107— 117(DgB^J(FR4) 

(7) BB^J##30<DT5/^#-§-l— 30<Z)ia^J (FRl) . T^y^#^36— 49<7)ia^J (FR2 
) . T5y^#-^67— 98<D@a^J(FR3). T5y^#^107— 117(DiE^J(FR4) 

(8) ia^J#-^37(DT^y^#-^l— 23(DgS^J (FRl) . T^y^#-^40— 54<Dia^J (FR2 
). T57^#^62— 93<DiH^J(FR3), T5y^#-i-103— 112<DgB^J(FR4) 

(9) BH^J#^40<75T^y^#^l— 23<^Ba^J (FRl) , T$/^#-^40— 54<DBB^J (FR2 
). T5y^#-^62— 93(DiH^J(FR3). T5:y^#-^103— 112(DgS^J(FR4) 

(10) mm^^A3<DT^/m^-^l-23<Dmm (FRD . T5y^#-^40-54OiH^J ( 
FR2) , T^/^#^62— 93(OiH^J(FR3). T5y^#=^103— 112<DiB^J(FR4) 

(11) SS^J#^460T^7^#-^1— 230BB^J (FRl) . T5y^#^40— 54(DgH^J ( 
FR2) . T5/^#-^62-93(DiB^J(FR3). T5:y^#-^103-112(Dia^J(FR4) 

(12) iE^J#-^490T5/^#-^l— 23<DiE^J (FRl) , T^y^#-^40— 54(DgE^J ( 
FR2) , T^/^#^62— 93(DBB^J(FR3), T^y^#-^103— 112<DBa^J(FR4) 

(13) SS^J#^52<^)T^/^#^l-23<DgB^J (FRl) . r5/^#^40-54(^gB^J ( 
FR2) . T5:y^#-^62— 93<DiB^J(FR3). T5:/^#-^103— 112<DgB^J(FR4) 

(14) gH^J#-^57(DT^/^#-^l— 23<^BE^J (FRl) . T^y^#^40-54(DgB^J ( 
FR2) . T^y^#^62-93©gB^J(FR3). T5y^#-^103-112©ga^J(FR4) 

(15) iS^J#-t64<DT5/^#-^l-30<DgB^J (FRl) . T5ym#-^36-49(DgE^J ( 
FR2) . T^/®?#-^67— 98(Dga^J(FR3), T^/^#^107— 1170gH>?IJ(FR4) 
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(16) iB^J#-^670T^y^#-^l-23<^)gH^J (FRl) . T5y^#^40-54Oia^J ( 
FR2). T^/^#^62— 93<DiB^J(FR3). T5y^#-^103— 112©iB^J(FR4)o 

[6] ig5>^p>f b^<*:-efe5Mis[i]-[5]ov ^-rti^^izLmmo^wmi^o 

[7] ^4T:^'f^ (Diabody) -e*)5t*tffsE[6]fa^(7)t:Mk*T;#:o 

MfS[7]*fc}*[8]{;i|E«Oth>fb;^#:o 

[10] i^r(DWm^^ir^mmL9mm.(DW[:1i7ii^: 

(I) iE^J#-^90(CiB4feOT^/^iS^J^#-t-S^«^ ; Xf* 

[II] 4JJlT<D#m^*1-§tfflE[9]|E^cotHk^^: 

(1) gB^J#-^92{^:|B4fe<^T^y^gB^J^^i-S^#:;X^* 

(2) T^y^iH^J (1) (c*3VN-ci^u<{*M<^T5y^^5^:^. #;!niXf*S#ibfcT5 

[12] Diabody^«^i-§:7^i/p<^hP^ {Ci^;?!;/V:7^m'g';5S;|^?fe-f-S - ^^i^^^-f 
5^ thCD47lCj^'^i-<5Diabody^^„ 

[13] iJJLT(^iB^J<^ V ^'rt^.;6^tr^^f fltflE[12] lz:|B<fe<ODiabody^<*: : 

(1) iB^J#-^70T5/^#-^31— 350gB^J (CDRl) . T^y^#-^50— 66(©BB^J ( 
CDR2), T5:y^#-^99— 106OgB^J(CDR3) 

(2) ga^J#^10<DT^y^#^31-35<DBB^J (CDRl) . T^y^##50— 66<Dia^J ( 
CDR2). T5y^#-^99— 106©Ba^J(CDR3) 

(3) mmm^l3<DT^/mn^Sl—35(Dmn (CDRD . T^y^#^50— 66<7)BB^J ( 
CDR2), T?y^#-^99— 106(DgHMCDR3) 

(4) BE^J#^160T^y^#-^31— 35(DgE3?IJ (CDRl) . T^/®?#-i-50— 66(DgB3?U ( 
CDR2), T5y^##99— 106(©BE^J(CDR3) 

(5) iE^J#-^19(DT5y^##31— 350gH^J (CDRl) . T^y^#-^50— 66<^iB3?lJ ( 
CDR2), T^y^#-^99— 106(DgB^J(CDR3) 
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(6) iH^J#-^220T5:y^#^31— 35<DiE^J (CDRl) . T^/^#-^50— 660iB^J ( 
CDR2). T5y^##99— 106<DiS^J(CDR3) 

(7) |H^J#-^30(DT5y^#-^31— SSOIB^J (CDRl) . T5y^#-^50-66(DgH^J ( 

CDR2) . T5:/^#^99— 106(7)iB^J(CDR3) 

(8) iE^J#-^37(DT^y^#-^24— 39(DBB^J (CDRl) , T^y^#^55— 61(DiE^J ( 
CDR2) . T^/^#^94— 102<Dga^J(CDR3) 

(9) ga3?lJ#-^40OT^y^#-^24— 390gB^J (CDRl) . T5y^##55— 61(DgBa?U ( 
CDR2) . T5y^#-^94— 102(OiH^J(CDR3) 

(10) ga^J#^43<DT^/^#-^24— 39(DiH^J(CDRl) . T^y^#-^55— 61(Dia^J( 
CDR2), T5y^#^94— 102OBB^J(CDR3) 

(11) ia^J#^46(^T5:/^#^24— 39(OBB^J (CDRl) > T5y^#^55— 61(^gB^J ( 

CDR2) , T57^#^94— 102<DiS^J(CDR3) 

(12) ia^J#-^49<DT^/^#-^24— 390iB^J (CDRl) . T^7^#-^55— 61(OSE^J ( 
CDR2) . T5/^##94— 102<^iE^J(CDR3) 

(13) iB^J##52<DT$y^#-^24— 39(Z)iB>?IJ (CDRl) . T5/^##55— 61<^gB^J ( 
CDR2) . T5y^#^94— 102<7)iH^J(CDR3) 

(14) iE^J#-^57<Z)T5y^#-^24— 39(DiE^J (CDRl) . T5:y^#-^55— eiOBB^J ( 
CDR2) , T5y^#^94— 102<Dia^J(CDR3) 

(15) gB^J#^64(DT5/^#-^31— 35(©ga^J(CDRl) . T57^#-^50— 66(DiB^J ( 
CDR2) . T5:y^#^99— 106(7)@E^J(CDR3) 

(16) Ba^J#-^67<DT^/^#-^24— 39(DBa^J (CDRl) . T^y^#-^55— GIOIH^J ( 
CDR2) , T^y^#-i-94— 102<DBB^J(CDR3)o 

[14] &iT<Dmm^^t^CD47Kf^^ir?>\ihit^i^: 

(1) mm^^-zo(DT^ym^m—m(Dmn<Dmn^^t^Hmvmi^ rxj^ 

(2) ia^j#-^57(DT5:y^#-^i - 1 i2(Dmm(Dmn^tsLmvmi^ 
[15] &.r(Dmm^tfCD4nz.f^^'r^\iutifc^: 

(1) mm^m4<DT^ywm^i—m<D^m^t^Hmyw^ ax)^ 

(2) gB^J#-^67<DT^ y ^#-^1 — 1 12(DW.m^t^Lmymi^o 
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[16] }^T(D\, ^'Ttlt^mm^^t^CDAHZ^^'t^m.i^ : 

(1) iH^J#-^73(^T5y^#-^l— 234(DiE^J 

(2) ia^J#-^74(^T5y^#-^l— 234(DSB^J 

(3) ga^J#^78(DT5:/^#^l— 483CDgH^J 

(4) iB^m-^790T^y^#-^l— 4830ia^Jo 

[17] tiriB[i]-[i6]<7)v ^'rti7!)^z.mn<D^i^^=^—h^'r^mm^o 
[18] mMm^^m(Dm^^^t^^^i^-o 

[19] BufB[18]lC|EttO-<^^-:^tP^±^J^ao 

[20] MIB[19]{;isB^O^^^JiS^^&#-r§xm^^tP^#:<^M5t;^feo 

[21] t5IB[l]-[16]OV ^-md^Je:^m<Z)*n:^*:^tf jfiL?^^Sf&«i!mo 

[22] «)^m3i)S:iitt#iH4ejfiL5)S. -tttt-i-MttajfiL^s. m^m^^^^i^mikm. it 

^4!;^/^-?^4SJfiL^'H^ ^^ATilJlS #^tt#MMx Mixed Leukemia, Hairy cell 
Levkemiam(D&ikm. ^y:^/^M(Hodgkin#!. ^Hodgkiny;x/-?«) , W^fe^^ti 

[0010] [igi]i2ii{i. tMbH^^^— :^3i/i.u 1.2. i.3t^^9Lm^U^^i^'^rcifcmi. ^ 

[ig2]ia2{*. }iu\:um^^—i^B>'hu 1.2. l.3ide^7L^^m^'^t>•frfc^^*:^* 

[|g3]ia3{*. tHt:H^^^-i^3:/1.4, 1.5^^p«7L^^m^'a-t?-&:/t*nL#:<^3^'^« 

[Ill4]|ll4{i. tl»fl:H^/^-i^3^i.4. i.5t^^9Lm^m.^^t^'^fcin.i^(D^^m 
^^14f*^p<7^#^*5j;TJ?/^-i^3:xi.3J;0llVN^^^^t-i5^^7-C*>5o 
[|g5]ia5f*, WtHm^<—i^3>2Ai-t^;^^ifii^tm}im^(DMABL-2iZX^f^^ 

memen. tMkLi^^^-i^a^i.i. 1.2. i.3t^^'7Hm^m?^^t>^rz.m,m'ii^ 
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[m 123111 i2{i. wmm^<—i^3>'2.itwtLm^<--i^3iy2.i^m^-^ib-^tc}ih 

[|lI13]|l|13Af*. WtMABL-mi^^ EllSBfi. tMbMABL-2^^;55tMAPjt^^^ 

^mA\^tcLi2iommims^^^mmir^^t^^'r^9'7Xh^o 

[0153121 15{i. fcMbMABL-l ^^HL5(D3^^ag3gj;i43VNT. SP-Sepharose F.F. 
colunm-e#bHfcW5>^Hydroxyapatite col\xiDn{z:X^^M\^ti^<Di!^^'^h^9J^X 

[|l|163ll|16f*. th^kMABL-l ^#:HL5(D)ftM3§e^-*5V^T. Hydroxyapatite 
coluinn-t?#bttfcM5^^Superdex200columnlCj;«9)WMUfc^<Di^n'^h^^A-Cfe 

2 

MABL-2^#:HL543ctTJ«sc(Fv) (D, Superdex 200 column^Zi.^'^^^/^^M(D^^^ 
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2 

±<^^^*}*J^42 kDa^, fcHkMABL-2ifi#:HL5*5j:tJ?sc(Fv) K^a^tiO:^' 

2 

[|2118]|1|18{*, ffiMbrctHbMABL-l^#:HL5*5j;t^sc(Fv) <^}M7C^#aS7C^{4^ 

2 

) (C^— 0/^:/K^:^L. sc(Fv) }*M^#^t)monomer<D5>^S^e(j^55 kDa) 

2 

[m 191111 19}*, )ftMUfcth'fbMABL-2^#:HL5*5j;U?sc(Fv) <7:>3l7C^#3S7C^# 

2 

) IC^— (Dx^:/Ktr^b. sc(Fv) {*M^#i:t>monomer05>^i^g(>^55 kDa) 

2 

[11120] 11120}*, th'fbMABL-2^^HL5^t^sc(Fv) , tHt;MABL-l^#:HL5^T^ 

2 

2 

[|g21]|g21f*. fcHbMABL-l^frsc(Fv)2;&5fcl.^lliL^'^l^;;^ct7^7^{J:43V^-r. ® 

[Ill22]ia22(i. S-S^'^#Al::b^l:MABL-2 HLSOf^^^^i-^^iaTrfeSo 
[|g23]|g23}*, WMbyttHkMABL-2in;(*:HL5 SS4443j;t;?SS105(^Superdex 200 
coluinn(c:J:>9:9-*fy/V''?>3a<^j^m^^t-o V^-rttt>i/:/i5^/^b:'— i^T% ^i>^if±<D^ 
^^*J^40 kDa^;^bfCo 

[11124] [1|24(*, MMbfctHbMABL-2^frHL5 SS44:JoJ:tJ?SS105<7)iS5ci:#^3M7U^ 
#SDS-PAGEi)-^(D^;^^;^i-o SS44*5j;U«SS105(ijl5c^#-emonomer<Z)5>^^ 
S{£g(*>J26 kDa) IC^— (D^^^'KSr^L, #^jl5c^#-edimer05>^»^a:g (^45 
kDa) (C^— Ox^:/K^;^bfc:o 

[|ll25]|l|25{i, th>fkMABL-2 HL5 SS44*5j:tI?th^bMABL-2 HL5 J^^tMAPit'fe^^ 
[0011] CD47 
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(DT^/^mm'MMMmWti^<£k^-Vh^(J. CeU. Biol., 123, 485-496,(1993). 
Journal of Cell Science, 108, 3419-3425, (1995). GenBank:Z25521)o 
[0012] ;$:^PJ^;l*3V^T^CD47^#:{i. CDA7^(Dm^m^mir^m^mcmmii^j:<. 

mpH^^;<^(Chimencm^. tHt (Humanized) ^fls:#t>^ffl-e#§„ $b 

framework region ;FR)^;3<@OMRr^Xf*^iffitt^^fB*^(CDR; complementarity 
determining region) 131 j;95S^$tT/TV'»S (Kabat, E. A. TSequences of Proteins 
of Immunological InterestJ US Dept. Health and Human Services, 1983) » 
[0014] MIE4^0:7W— i>,!7— ^^^(FR) 0#<<Dg|5^f* /3 -i^— ^<^ife;^ 

\.xM^ti:irmi^<^3U(DCDRtm^m.m^'^^i<L(Dj^m^^^-r^o 
[0015] ;itvej<^cDR^^{*. nhin,fc^i^<Dvmi^<DTKymm^]tm^^i^(Dvmi$^<D 

^^T^y^Wi^lt^M^'f'?)^tiZ.XoX. Kabat, E. A. fe. TSequences of Proteins 
of Immunological InterestJ (DUJ^Wlii'^h^iiiir^itib^X^^o 
[0016] tHk^#^f*> ff«^ (reshaped) \lhin.i^thW^th. ^fli^. #^fcMlj«^ Mijii^ ( 
«?!l;tfi-^l>;^^^J^^^) (^1=B«<4*S|g^ (CDR) ^nhini^cDni^i^^mmi^^^ 

ia#-^EP 125023#4^#. wo 96/02576 ^^m0m)o 
[0017] J.#:6<](Cfi. $^llhW}W'^':7^<Dm^. •V^:^1n^(DCDRt}:lh^ii^(DyU—J>,U 
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[0018] cDR^ifhbTis^$ti.§th^i^(o:7ix-A!7-i^^^fi. mmi^^^mm^^m- 

—J>.U—^mi^(DT^ym^m^\^XhX\f^(S&to, K.etal., CancerRes.(1993)53, 

851-856) o 

[0019] wm.i^cDi.mvmm'i. s ^i7ii^<Di.mymi^<D:7u—j:.u—i^mi^ (fr) t 
ini^(DHmvmm(Dyu^j>.]p—^m.m (fr) tm^vmm s Mm^(7mmymMe.(^ 
[0020] wm^Pfcocmmat, mn. \iv^{i^<Dho:>fi^^m^fh^ m^mmxn.^ cyi 

[0021] #thibi^s^^#:{i. m^m'&^fi-r^ -^^^uw. ^^/h^^. ^na;:^^-^^ 

[0022] thS^(DFR*Dj;tJ?#thi(li^S3t50CDR(DT^y^gE^J(i. —McMi.m±\t. iK 
[0023] Cm^^<D^^^mm:m'r^m. ;*:^MOtMb^CD47^^(DCDR. FR<DT^y 

mumvxm^mM^fvr. }£(Di:otmM^m\i^xhx\\ cdr^l-c«ujit<^v>t 

(1) gB^J#-^70T5y^#^31— 35<DgB^J (CDRl) . T^y^#^50— 66(DiE^J ( 
CDR2) . T5/^#-^99— 106Oia3?IJ(CDR3) 

(2) iB^J##10<Z)T5/^#-^31— 350ga^J (CDRl) . r5y^##50-66<DiE^J ( 
CDR2), T^y^#-^99— 106<^gE^J(CDR3) 



wo 2005/044857 



12 



PCT/JP2004/016744 



iz)mmmmz<Dr^ymm^3i—z5(Dmm (cdrd . t5/^#^5o— eeoiE^j ( 

CDR2) , T^y^#-^99— 106OiB2?IJ(CDR3) 

(4) ia>?rj#-^16(DT5/^#-^31— 35<DiH^J (CDRl) . T5y^##50— 66©BB^J ( 

CDR2) . T^y^#=-^99— 106<DgH^J(CDR3) 

(5) ia^j#^i9(^)T^y^#-^3i— 35oga^j (cdrd . T5.ymm^5o—66<Dmn ( 

CDR2) , T^/^#-^99— 106OgB^J(CDR3) 

(6) mmWr-^22(Dr^ym^^31—Z5(Dmm (cdrd . T^y^#^50— 66<DgB3?>l ( 

CDR2) . T5y^#-^99— 106<DgH^J(CDR3) 

(7) iB^J#-^30(DT^y^#-^31— 35<^iE^J (CDRD > T^y®?#=-^50— 66<Dia^J ( 
CDR2). T^y^#^9— 106(OBB^J(CDR3) 

(8) BB^J#-^37<^T^y^#-^24— 39<DBB^J (CDRD . T^/^#^55— 61<DgB^J ( 
CDR2) , T^y^#-^94— 102(DiB^J(CDR3) 

(9) iE^j#-^40OT5:y^#-^24— 39<Dia^j (cdrd . T^ym^^55—6i(Dmn ( 

CDR2). T5y^#^94— 102(^BBMCDR3) 

(10) iB^J#-^43<DT5;y^##24— 39(^>ga>?IJ (CDRD x T^7^#-^55— 61<7)iB^J ( 
CDR2), T^y^#^94— 102(DiB^J(CDR3) 

(ID ^^m^A6(DT^ymm^24—39<Dmm (CDRD X T^ynm^55—61(DMm ( 
CDR2) , T5y^#-i^4— 102<DBa^J(CDR3) 

(12) gB^J#-^490T5y^#-^24— 39<Dia^J (CDRl) . T5y^#-S-55— 61<DiB^J ( 
CDR2) . T^/^S^94— 102<7)iB^J(CDR3) 

(13) ia^J##52(DT5/^#^24— 390iE^J (CDRl) . T^y^#-^55— 61(Dia^J ( 
CDR2). T5/^##94— 102<7)gH^J(CDR3) 

(14) gB^J#-i-570T^/^#-^24-39<^)ga3?U (CDRl) . T^ym##55-61<DBE^J ( 

CDR2) . T5y^#-^94— 102(DgH^J(CDR3) 

(15) gB^J#-^64(Dr^y^#^31— 35<^gB^J (CDRl) , T5y^#-^50— 66(Oia^J ( 
CDR2) . T^y^#-^9— 106cDga^J(CDR3) 

(16) BB^J#^67<DT^y^##24-39<^BE^J (CDRl) . T5y^#-i-55-61(OgB3?'J ( 
CDR2) . T^y^#-^94— 102(DgB^J(CDR3)o 
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[0024] ^fc. FR^bTJ*^T<^V ^'ftl7b^(DT^ymmn^hoh(D7iW-^V\^ ^ : 

(1) iB^J#=^7<DT^/^#-^l— SOOiB^J (FRl) . T^ymm^Z6—49(Dmm (FR2) 
. T5y^#^67— 980ia^J(FR3)> T^y^#^107— 117©ia^J(FR4) 

(2) ia^J#-^10(DT5/^#-^l— 30<Z)iB^J (FRl) , T$7^#-^36— 49(Dia^J (FR2 
) . T5:/^##67— 98(OiE^J(FR3). T5:y^#-^107— 1170gB^J(FR4) 

(3) BE^J#^13OT57^#^l-30(DgB^J (FRl) . T5y^##36— 490gE^J (FR2 
) . T5y^#-^67— 98(75gE5^J(FR3), T5y^#-i-107— 117<?5ga^J(FR4) 

(4) gB^J#-^16(DT5:/^#^l— 30<7)BB^J (FRl) , T57^#-^36— 490iH^J (FR2 
) . T5:y^##67— 980gB^J(FR3). T^y®^#-S-107— 117(DgE^J(FR4) 

(5) m^m-^19(DT^ym^-^l—30(Dmm (FRD , T^y^##36— 49<DBB^J (FR2 
) . T5y^#-^67— 98(^BB^J(FR3). T5/^#-^107— 117<DgB^J(FR4) 

(6) iH^J#^22COT^y^#^l— 30<DiS^J (FRl) . T^y^#^36-490iH^J (FR2 
). T^7^#-^67— 98(Dga^J(FR3). T5:y®^#-^107— 117<^)BB^J(FR4) 

(7) mm^^30<DT^ym^^lSO(Dmm (FRD , T5/^#-^36— 49(DBa^J (FR2 
). T^y^#-^67— 98©gH^J(FR3). T5y^##107— 117<Dia3?IJ(FR4) 

(8) ia^J#^37(DT5y^#^l— 23(75iB^J (FRl) . T^y^#-^40— 54(Z)ia^J (FR2 
) . T^y^#^62— 930ia^J(FR3), T5y^#-^103— 112(Dia^J(FR4) 

(9) ia^J#-^40(^T^y^#^l— 230Ba^J (FRl) , T^/^#-^40— 54<DSB^J (FR2 
)> T^y^#^62— 93(Dga^J(FR3). T57^#^103— 1120gaWR4) 

(10) ia^J#-^43(DT5/^#-^l-230ia^J (FRl) . T5:y^#-^40— 54(Dia^J ( 
FR2). r^y^#-^62-930ga^J(FR3). T^y^||-^103— 112(Dga^J(FR4) 

(11) ia^J##46(7)T^/^#^l— 23<^Ba^J (FRl) . T5y^#^40— 540Ba^J ( 
FR2). T^/^#^2-930gB^J(FR3). T^/ai##103— 112(Dia^J(FR4) 

(12) Sa^J#^49(DT5y^#^l— 23(Dga^J (FRl) . T^y^#^40— 54(Dga^J ( 
FR2), T^y^#-^62-93(OBa^J(FR3). T^/^#-^103— 112<DSa^J(FR4) 

(13) gB^J#^520T^/^##l— 230gB3?IJ (FRl) . T^y^#-^40— 540ia^J ( 
FR2). T$y^#^2-93(7)ga^J(FR3). T^/^#-i-103— 1120ia^J(FR4) 

(14) iB^J#-^57<DT^y^#-^l— 23(Dga^J (FRl) . T^/^#-^40— 54(Dga^J ( 
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FR2). T^y^#^62— 93C>BB^J(FR3). T^y^#-^103-~112(^iE^J(FR4) 

(15) iB^J#-^64(^T5y^#^l— aOOBE^J (FRl) . T^y^#-^36— 490BE3?U ( 
FR2) . T^y^#-^67— 98<^gB^J(FR3). T5y^#^107— 117<DBa^J(FR4) 

(16) ia3^J#^67<DT5:y^#^l— 23(DiB^J (FRl) . T57^#^40— 54<DiH^J ( 
FR2) . T^y^#-^62— 93<7)gB^J(FR3). T^y^#-^103— 112(DiB^J(FR4)o 

[0025] ^-r. ^^mm\z.<ik^(Dijm\z.x.^mcD4.mw^wwr^o -a^ix-ji. cD47i5'>'/^i7 

[0026] ^i* X ^#:^#<^i^f^jT:M^bTffiffi ^MCD47^:y^<^M^. GenBank : Z25521 

[0027] ^te:. r Oi»®ICD47i5':/x^i^a^i^f^^J!g^LTffl V ^5„ *>5V ^ W:, CD47<^gP5^ 

[0028] ^CD47^ft:(Dmiii-5CD475)-^^-b<^^t>— ^}*#;^<^^><^ tiHSJ^^tbT. 

^CD47^#:^f^^i-§fcie)<D^J®fi. CD475>^^-hf3:#?i-r^3it°h— :/^tf ^ 



wo 2005/044857 



15 



PCT/JP2004/016744 



[0030] mi¥^m^W}^lz.f^^ir^iz.i-i, ^Jk^(D:^m^Vtc7i^oxni:>tVbo m^it. — 

i^tl^o Mci^^ia^i. ^f^^J^^PBS (Phosphate-Buffered Saline) -^^tS^:^7k^ 

[0032] mmi^^mmtm-^^Mm:^<Dm.mfs^tvx. m%mim(D^^x:i—^m]s^%:my^^ 

^^Ji&tt. ^A^<Dm^ (Dm^W. MK.it. P3(P3x63Ag8.653) (j. 
Immnol. (1979) 123, 1548-1550) ^ P3x63Ag8U.l (Current Topics in Microbiology 
and Immunology (1978) 81, 1-7)^ NS-1 (Kohler. G. and Milstein, C. Eur. J. 
Immunol. (1976) 6, 511-519) . MPC-11 (Margulies. D.H. et al.. CeU(1976)8. 
405-415) . SP2/0 (Shulman, M. et al., Nature (1978) 276, 269-270) . FO (deSt. 
Groth, S. F. et al., J. Immunol. Methods (1980) 35, 1-21)^ SI 94 (Trowbridge, I. S. J. 
Exp. Med. (1978) 148, 313-323). R210(Galfre, G. et al.. Nature (1979) 277, 

[0033] mm^mmmt^^^—^ms^t<Dmmm-^it. m^mM^A^(D:)jm. tctK.it 

. <5r—^—^^/U;^-7^^>'^<D::3^^ (Kohler. G. and Milstein, C.. Methods Enzymol.( 
1981)73, 3-46)^{c:ipCTtT5-^355-C#§„ 
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[0036] ^jissfi-^fi. mm^^mmt^:^^~-'^m^t(Dmmm^mmmmm^x-x<m 
"i-ubzix^nm^MuvtzPEGmm. (^!)x.f€¥J^5>^^*iooo-6ooom^) 
it3o-6o% (w/v) (Dm&xm^u m-^i-^^tKXox g ^t-r^m-^ms^ i^^^y 

mt^ ^w.(o:Km^mKmux\^^. 

[0040] ^{z:, ^CD47^#:^0^-r^/N-ry^y K— ^75^b> ^CD47^^0Br^ (V) 

3— K-rSmRNASr^ili-'So mRNA(DJ^il{i. -BSIX-ti. i/T-i^:xM 

^'C>^(Chirgwin, J. M. et al.. Biochemistry (1979) 18, 5294-5299), ^T—^^i^:/* 
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AGPC&(Chomczynski, Ret al., Anal. Biochem. (1987) 162, 156-159) ^i^lj;*? 
fTo-C:^NASrfSSib. mRNA Purification Kit (Phannacia®i)^^^fflbT @ ^(D 
mRNA^PMi~^o QuickPrep mRNA Purification Kit (PharmaciaiSl)SrffiV^5 

[0041] mhtifcmRNAjb^hmm^mm^m\^^xmi^vmi^(DcDNA^^0.'r^o cdna<d 

^^i'i^ AMV Reverse Transcriptase First-strand cDNA Synthesis Kit(^>ft:#X|| 
^)^^m^^Xn% i^ft. cDNA(D^^^XXJ^mif&^^i^fi. 5*-AmpUFINDER 
RACE Klt(Clontech^):}^J:tj?PCR^fflV^fc5'-RACEife(Frohman, M. A.et al., 
Proc. Natl. Acad. Sci. USA (1988) 85, 8998-9002^ Belyavsky, A.et al., Nucleic 
Acids Res. (1989) 17. 2919-2932) #<Sr^ffli-S^i:d5-C#So 

[0042] mhfhftpcRmmf)^h @ '^t'r^DNAm)i^nmv. ^i!^^—DNAtmf^'r^o 
(Difm^^^i^—trmuir^o ^UT. B^t'r^DNA(Dm.mmm^^^^(D:^m. m 

FRBP.^i 

\ih^MFRmmi^m^T^ymmm^mm^nx\^^}^jm(D}^hi7ii^<Dmm^^m 

't^^tTli^'^mX^^o m^ii. Protein Data bankiZ^m^flX\^^^^i^\lhirii^(0 
[0043] ^ffl-rSFRlB^Jf*. CDRgB^JcD * jf^irJfeoTV ^S*n:#:<DFRgB^J^ft^>|^— tt<7)jib 

^ifei^i:b-r. ^ia^^tti^K^^y^^i^^i5^y='-/v (peg) 



wo 2005/044857 



18 



PCT/JP2004/016744 



[0044] ^bf-x — (bispecific antibody) -e*>oT^ J:V \ ~ 

TV^S(^J;t^^. WO/0061739. WO02/31140/£^')o 
[0045] joV ^Xi&^^^j\^^i^tit. ^SfeT:#:(whole andibody. -^ajX-f^whole IgG 

^)(D-^^^^xmi^x\^ ^^^i^m)i^^. ^m^(Dm^m^m\^x\^ ^tmm^ 

. Fab. Fab\ F(ab')2. Fv. scFv(v'>^^/V^3i-l':/Fv). J^Cif^^tf S:i^;55-e#S;&S^ 
0^b<}*scFv (Huston, J. S. et al., Proc. Natl. Acad. Sci. U.S.A. (1988) 85, 
5879-5883. Plickthun TThe Pharmacology of Monoclonal AntibodiesjVol.113, 

Resenburg RXJ^ Mooreli, Springer Verlag, New York, pp.269-315, (1994))-efe^o 

Co. M. S. et al., J. Immunol. (1994) 152, 2968-2976 ; Better, M. and Horwitz, A. 
H., Methods Enzymol. (1989) 178, 476-496 ; Pluckthun, A. and Skerra, A., 
Methods Enzymol. (1989) 178, 497-515 ; Lamoyi, E., Methods Enzymol. (1986) 
121, 652-663 ; Rousseaux, J. et al.. Methods Enzymol. (1986) 121, 663-669 ; Bird, 
R. E. and Walker, B. W., Trends Biotechnol. (1991) 9, 132-137#M)o 
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[0046] (C:i3V ^T^^LV ^i&^'f-^t^m-iDiabodyX-h^o Diabodyf*. rT^^^^ 

-^^mi^^V:y:^—^-vm^Vfz.-^7^p^:yhm^\t^ scFv^) (sir. Diabody^« 

OC^VH^-^tfCP.HoUiger et al.. Proc.Natl.Acad.Sci.USA, 90, 6444-6448 (1993), 
EP404097-^, W093/11161^. Johnson et al.. Method in Enzymology, 203. 88-98, 
(1991). Holliger et al.. Protein Engineering, 9, 299-305, (1996). Perisic et al.. 
Structure, 2, 1217-1226, (1994). John et al., Protein Engineering, 12(7), 597-604, 
(1999), Holliger et al,. Proc.Natl.Acad.Sci.USA., 90, 6444-6448, (1993). Atwell et 
al., MoLlmmunol. 33, 1301-1312, (1996))o 
[0047] Dmbody%:m^-r^yy^^>m. VLtVH^f^'B-Vrch(D^ VLirVL^J^-^bfctjO 

(DX-:h^o Diabody^1t^i-§:7^i/7<^h4' tc:joV^T. -^mm^f^^mi^^^^ir 

m^-r^^tii^x^^o r.mw^m^-r^m. Diabody^#i^i-5^7i^p<^^h^<^j^ 

[0048] Diabody^«^!gi-6:7^i^^:/hl^dt^y>';<;— /^if-e^-^bT. — ;*:0Diabody( 

sc(Fv) )^i-S^^tiRrig-X?fc§o ^<^l^. Diabody^«fifei-S:77i/p<:^hPd:^15- 

2 

20T$/^m^<^«V ^y^-J^;— ^fflV>-Cj^'^-r5^. I^— ^-hlC^^-rSDiabody^ 
„ — ;*!:^Diabody(D«»J^U-C{i. '^Xr<OXofl^m.^m-f^^hii^X^^o 
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[VH] linker(5) [VL] linkeKl 5) [VH] linkeKS) [VL] 
[VL]linker(5)[VH] inker(15) CVH]UnkeK5) [VL] 
[VH] linkeKS) [VL] linkeKl5) [VL] linker(5) [VH] 
[VH] linkeKS) [VH] linker(15) [VL] linker(5) [VL] 

^^>fKDiabodv 

Diabodya;{*. Diabody^m^ir^yyi^P^^hm {C^^m^t)^^tE^^Diabody(D^t 

srv^5o Diabody^fii)ijo-r577i/p«i^hrai-#?s-t'5*^j^'a'f*s m^mM^n-Tif 

i;?>s-etSo v'^/^:7^K^'^«^ll#(c<2^^(D;^?feT'Diabody{^^A-t-S:i^;5SBr 

[0049] i^p^j^y^h'W^i^m^. Dmhody'p(Dmi^^titcT^ym^-y:^'T-(>{z.mMir^ 

:^ti^X^DiaohodyizmA^tl^i()K m(D:}jmi^X^mAVXhX\^\ DiabodylC^A 

i^P./Uy^h^m^t^DiabodyiZ.mA^tl^o ^KDm^^. ODiabody^^^-r 
577i/p<>h<©VH{c:^A$nfcS/;^7"-r:^^^n(^DiabodySr«lf^i-5:77^p«i^h<^ 
vazMX-^flf^^^'T'^l^m-^ @ (Di^:^/l^y^}^^^mm^. (DOiaobodyt: 
«^-r'5:7^i/p<>'h(7)VLtC^A$tvfci/^7^-ri/^^^cDDiabody^«^i-^:77^ 

[0050] v^:^y^7^K3g'^:&s^A$n5^g^^#^^:^^^i^'r. jgM^Lfc^gtJi^A 
i--5r^;65Br|g-^fcS;5^CDR(<li^P^/V7>fKi^-^;6S^A$ttS^Diabody<^5^'^fi^i4 

„ Hl^<^§i<^^wo94/29350-c«. i^;?^/w:7^Kj^'a'tr#Ai--50*bvHS:g^bT 

VH44 - VLIOO 
VH105 - VL43 
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VH105 - VL42 
VH44 - VLlOl 
VH106 - VL43 
VH104 - VL43 
VH44 - VL99 
VH45 - VL98 
VH46 - VL98 
VH103 - VL43 
VH103 - VL44 
VH103 - VL45 

_h|ET5y^#-^<D^ej*Kabat and WxiKXmm^tl^^^HifWii^^i^^UM 
-efc^o :^mmKiS\,^X\^. m-i^U^^^mtVX\t.VH44 - VLIOO. VHIOS - VL43^ 

Ki5\^X. H^V^*^i!L^V^*^i:^5ig-t-^y>';^;— Xf*— *0Diabody 

Protein Engineering. 9(3), 299-305, 1996{C|i^^tt5y>';<^— ^SrffiV^5Cl^:5S-t? 
Ser 

GlySer 

GlyGlySer 

Ser'GlyGly 

Gly GlyGlySer 

Ser'GlyGlyGly 

Gly • Gly • Gly • Gly • Ser 

Ser • Gly • Gly • Gly • Gly 

Gly • Gly • Gly • Gly Gly Ser 
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Ser • Gly • Gly • Gly • Gly • Gly 
Gly • Gly • Gly • Gly • Gly • Gly • Ser 
S er • Gly • Gly • Gly • Gly • Gly • Gly 
(Gly • Gly 'Gly Gly • Ser)n 
(Ser • Gly • Gly • Gly • Gly)n 

[0051] if.^m\^^n^^mt^mv>-^- {\t^mmm -<^^V(D^m\^mnm\^^ 

h (DSS) , cf i:^/^^:^^-^^^^^^;^) (BS'') , -J'r:^'€:^ {p.^-^ 

W^v'/WTT'i^t':^^— h) (DSP). v^^:^lf:5^(>^/V;^N>^^v^W5v?/V>^nH':?|-;^— b 
) (DTSSP), ^^l/^'i^y^i— /nfx^(^i^iy>'^5:i;?/W^i^iy^— h) (EGS). ^^^1/ 
>'^y=3— /Wf^(p^/^jJ>;j^^i/>'^^v^/V^^v'^— h) (p^/VtJn-EGS). v^^^v-W? 
v^/VS^^^(DST) . v^:^/W*:>^^v^W^i^yV'M^^:^(;^/V2f^-DST) . lf;=^[2- 
(;5^iJ^->W5K:^=¥^/;i&/VJK:=/W;?J-^-» :xj=f-;V\-^;V^-y (BSOCOES) . lf;^[2-( 
:^;vi^:^^^y:y^^Y-^^-yfs;Vi!^=.;V:^^-y) 3^^/u2^/]y^>^ (^^/VtJn-bSOCOES 

[0052] m^. D-mhody^f^mrr^^m^. m±mskxm±^tifcDmhody^m^ir^^7^^ 
mm(DXo izvxm^titc^mm<Difci^^=^—h'ir^m.m^it. <ik^(D:fjm\^x*) 



-f/^^ttf^^P^^ — ^ — /3i>'>'N>'i^ — ( human cytomegalovirus immediate early 
promoter/enhancer) ^^if^^tti^X'^^o 
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[0053] ^fc. ^<Dmi^^mMx-^m^rL^^w^^m^^mx-^^yvi^—i$'—X:^>y^i^ 

SV40) ^(D!>>f/v;^:/i3^~^— , 3t>5v ^fil^^3^tlV>i^— >3i^:7T^ 

^-1 a (HEFl a)/^^(DIJt?Lm^JiSS*<^:7'l3^— i5^— /^^/N>'iJ— ^;6S^{f 

[0054] SV40yi3^~^— /j^^'^Ni^i?-— ?:^ffli-5J»^f*MuUiganfe(D^& (Nature ( 
1979)277, 108){;iJ:«9. HEFl a /^i^^^N^-i?— tr^ffli-S^-a^ 

{tMizushima^)<D;^& (Nucleic AcidsRes. (1990) 18, 5322) \CXy). ^MiZiMB^^ 

^— ^LTf*. '0ijx.fllacz:/i:i^— ^— . araB:/n^— ^— :Sr^tf ^^1^ 
^5-e#§o lacz:7"ti^— iJ'— ^'^ffii-S#'a'}Ward^)(D^& (Nature (1098) 341, 
544-546 ; FASEB J. (1992) 6, 2422-2427) feSV>}*araB:/i3^— ^— ^Sr^ffi 

i-§^^}*Better^><D;^& (Science (1988) 240, 1041-1043) {c:J;l5^^-?-S:i^;65-t? 

^ pelB'>'^^/V'gB^J(Lei, S. P. et al J. Bacteriol. (1987) 169, 4Z19)^^mirf\^\^X 

EL-C (refold) ^ffl-r So 
[0057] mm^mtVXi^. SV40. ^V:t—^^^^l-P^. rfJ^A)^:^. •5'>>/-?fn— ^^7^ 

if (APH)ae^^. ^5v^^=3r-^-if (TK)jt^^^. :'cJ®^=ari^V^V^/T^^^^7J^y 
if^^y?vV7-^:7.'7a^'7—^ (Ecogpt) jt^^^. v?tKt3^^i§5n^^ (dhfr) it^^^^^ 
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[0059] 0^b<fi. ^mnx-^m^M^m-i. mmmMm. mK.itcHo^ cos. ^^^i^ 

—V, BHK, Vero. HeLa^S^^X^^^fh^o 

[0060] m^. mmu^^titim^mm^ vnrotfcmn vwoxmrnvx s mt-r^^i^ 

DMEM. MEM. RPMI1640. IMDM?r'Kffii"Svlt;&5'e#. jfiL^ (FCS) jflL 

[0061] HtiiBo<i;5 i-^m^ s^fc$tbfc^#:{i. mm. m^Wim^h^mvi^-i^-^xmrn 

\^^Xn^^t7b^X^^o '0»J;t^^. •:fnT^:yA:fy=7J^^m^^it:fy9J^tVX. Hyper D. 
POROS. Sepharose F.F. (PhannaciaM)^;d5^(f btt^o -^t^flfc. 

xmm^thx\,^^^m. mm:^m^mmirfhi~£x<. i^(bmm^ti^h(Dx\-i^ji\^\ 

ii^X"^^ (Antibodies A Laboratory Manual. Ed Harlow, David Lane, Cold Spring 
Harbor Laboratory, 1988) „ 

fei#i^(^^^Mjfe'a'fi&tt (Antibodies A Laboratory Manual. Ed Harlow, David Lane, 
Cold Spring Harbor Laboratory, l9S8)(Dm'&\^Wj^^<D^^^^^ir^^tiP'X^ 

[0062] ^mM^mm:m^-r^i3mbvx. Eus/^mmm^m^Rmm^m . eia(^ 
mi^mm'&m) . mAm^^mmw^)tb^y'^\t^%^wm^m\'^^:Lhi!j^x^^o 

x.^o Tjv:ijvy*:^'yr^—^m(ommxmm\^tc-^m,i^^m\iu 
mm-r^^txijimm^^ii^mm-r^^t^^x^^o 
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th 6 !kmm^-^CDA7m^^^mAl^tl}urkatmm • L1210« • JOK-1^ 

mfj:t'(DCD4:7mm.mm^. m^^i^(D^^rx'mmu MTs^fe^7^-i^-rM^y 
tkmmm.mmm 

m>^<i^aALm. mm>^<^}^j!Bjm. k^ArmmBskm. #Btt#MM. Mixed 

Leukemia, Hairy cell Leukeima^OQjfiL?^. Mi^})>^<Mi.Hodgkm^^ ^HodgkinU 

[0063] :^mm(Dm.i^^skm^m^^mmtvxm\^^^m^. mt^ju^&i-i. -iei{co##: 

mikgfefc«50.001mg ib^iblOOOmg<D^mxmittl^o fc^V^fi, 
100000mg/body(D^-^*^^^^:$5-et^o Vf}^Vfj:7f)^h. ^mm<D\lH\MCD47 

[0064] ^^^M<z)f&«i^j<D^^^sii^u-c«. ^m(D^mmiki:)^^'r?>m^^mi:> 

[0066] :*:uiBj<Df^if^j{*. ^iSpj^^t?. m^itmMmi&Tm. m 
m\Hmj:tixi^-^:^n^7iK mzimm^n-r. m^m. m^. mm. m^fj: 

[0068] ^mm(D:^mm(Dmi^^m^^^ti.x^mir^mmmi-i. mm^vtcTd^^xm 
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M-ih'f'^^tfi^'V^ (Remington's Pharmaceutical Science, latest edition, Mark 
PubUshing Company, Easton,^®). mM^l^W^^tl?>i^i^-^Wil3m^M'l^tS' 

[0069] ^(Dx^ti:w.i^:}dxxfmmmm(Dmtvx^ 7K> mmm^w^^^in^^mmm. 

^^i^y^i— /V, v?i^y-fey:^, iT'ntv^'i/y^i— /k y-ty:/, ^■?^:7^>'^ >^ 

xTy/wT/v^— /i^, ^^T^ry^'^. thifiLf#T/v::^^>'(HSA). -^^^^h— /v. y/nfh 

[0070] ^^(d^;!jp#){*, ^mmmmm<Dmm{^ft>\:^x±td(D^^>h^mx-xit.m'^m. 
mtvxmmir^m^. mm^tircw.i^^mm. m^it^m-^m.Ti^^ ^mm. ^ki^ 

mmmmmmU ^tUmm^^m. '9aj;t{^Tween80. Tween20. thJfiL 
[0071] :^mm(D\iH[:^CD47mm-i. thCD47jte^^^^Ab/cL1210*HJia. MOLT4^ 

[0072] :^mm<DW\:^cDA7W:mt. whole igGic:jt-<rMiife. mm^(Dmrfmz.m\. 

SjfejI^N JE!feATSBJSSfijfiLi^> #^14'H'Mffi> Mixed Leukemia^ Hairy cell Leukemia 
^(D^iam. littyV/-?M(Hodgkin?p!, #^Hodgkiny>^^^ffi). S^^^tt«-lfiL. # 
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[0073] ^mm%:&.T<Dmmm^^^ox^h^^mv<1s^mir^f)K :^^m<Di^mu:Ltn^^Si 

mmm 

[0074] mmmi w\:MABL-2^i^<Dmm 

^^ir^:zt-d^m^V\f\ tJ^oT. •r!>;^MABL-2^<*i:(WO00/53634)<DL^*5j;OT 
^(^V^^^, Protein Data Bank^m\^^Xm^7!)mm^tlX\^^^Wt^(D^1^\^h^ 

[0075] (l)fcMb^#^H^(^«^ 

(i) i^7^if-rv 

HU<^30^/iSi¥r#$tl/-CV^5th^#:AF216824(Miklos J.A.6>. Blood,95. 3878-3884, 
2000) ft5l5(^FR^ffiV>6r^^UfCo fcHbMABL-2^#:H^(/^— v^aVl.!") 1^1*3 
V^T. FRl;0^^FR4^-e{*th^^AF216824OFRl*^e)FR4.i;|R|— -efet)^ ^LTCDR 
{i^!>^MABL-2^<4w(DH^V'^:^tti<DCDRi!l^— ^bfCo AF216824{Cf^LeadergE 

LeaderiE^JJi'^!^;^MABL-2 V Ot><©^fflV^fc:„ 

H 

[0076] tHkMABL-2^frHm(^^— v?3:/'l.r)^PCRfe{Cj;5CDRi/^:77".fi/i^(C<J;9 
f^MbfCo tMkMABL-2^^^^H^(/^-S^3>'''l.r) (Df^M(^fcie){;i4^<D'^^:^y 
=fDNAS:^fflU^c„ 'a-^;^y=^DNA . HuMHalS(ga^J#-^l)^I^HuMHa3S(iH^J# 
^2) fi-fe^-^^DNASE^J^SrWb. HuMHa2AS(ia^J#-^3)S.TJ?HuMHa4AS(BE^J# 
■§•4) }4Ti^^-fe:^;^DNAgE^J^Wi-5o HuMHS(iH^J#-^5)^t5 
HuMHAS(ga^J#-^6) {;i'a'^:^y=?DNA, HuMHalS^t;?HuMHa4AS^*:^civ?— 
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[0077] PCRf*. KOD -Plus- iymW^) ^ffl V 100 mL(DRJtM^mi^^^:t]}=i^DNA 
HuMHalS^ HuMHa2AS^ HuMHa3S*3j;t;«HuMHa4AS^-?rH-=?4x5 pmoU 0.2 
mmol/L<^dNTPMt^(C2 UOKOD -Plus- ^^t^^if¥X\ WiHBW^^^mVXSA 

iZAO pmol<D:^1>gi5:7'7^-^— HuMHS^t;?HuMHAS^i)Px.x |^Cia^i^^^/^^35|fiI 
fi^o:^oPCRife{J:J;«9lt<gL^NA»f>H-^1.2%T;<fa->«.MV>ytT:;5fo— 

[0078] 438 bpft<DDNAP^>lt^-^^i-^T;<fcIw-^;t^^^t)^ QIAquick PGR Purification 
Kit(QIAGEN)^fflV^, ^^yhmH(D^:fji^m^DNAm)n^mmLtio W^bfcDN 
A^^i^^y— /V-trefc^^-frfc^. 10 mmol Tris-HCl(pH7.4), 1 mmol/L EDTA^I^ 
50 n Uzmmi^tCo nhtltcPCRRmm^m^. BamHl*3i-U«HindIII-e^'i>fk-t-5;it 

^^UfCo ELV ^H0V^^(DT5/^gH^Jt^#i-SDNA8lf>ft^^f :7'7;^^K^ 
HEF-huM2Hl . l#l^#ife L^Co ;2|s::^^:^5KHEF-huM2Hl . 1#1 (C-^^tl^SH^V^^ 
<^T5ymiS^J*3j;U«ijaSiB^JSria^J#-^7{c^-ro 

[0079] \lHtMABL-2^i^Umy^i^(D^y<—:^3>1.2, 1.3, 1.4, 1.5^J^T<^J:5lCbT 

[0080] ^<—z^3:yi.2i-i^mm^-^y^'^—t\^X72^<DT/i-^:^>7!)^±V>iz.mmir^^o 

{C^tfbfcHuMHbS (gB^J#-^8) *3 Jlt^HuMHbAS (ga^J#^9) 5rffl V \ >^7;^5:K 

HEF-huM2Hl.l#l^^MDNA^b-C. PCR&lCj;i91#i|igb. >^^;??.5:K 

HEF-huM2H 1 .2#l^#fCo ;^^7^^KHEF-huM2Hl .2#1 {C'^*tl.^H^V|a^(Z)T 

[0081] i^3:xi.3f*|gMM>^7'f-^— ^L-C30^<Z)T7^^^;d5hi^j^-^:x(c:^Mi-SJ;5 

{;i^tf U/cHuMHcS (BH^J#-^1 1) *5 J;tJ?HuMHcAS (iE^J#-^12) ^m^\ Zf9^^h^ 
HEF-huM2H1.2#l^^MDNA^LT. PCR&tCj;«9JitiL. 7"7>?.^K 
HEF-huM2H1.3#2^#fCo ;4c:7'7;^^KHEF-huM2H1.3#2tC'^*tvSH^V^^<OT 
^y^Sa^J*5j;TJ«:^Sia^JtrBB^J#-^l3(j:^i-o 
[0082] ^<—i^3l^lAn^m!^-^'74-^--tLrX67^<DT/U^=^>mi^:^i:i^m'f'^^^ 
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(c^tfbfcHuMHdS (gB^J#-^l4) J;t;?HuMHdAS (iB^J#-^l5) ^ffl V ^, :/7:^^K 
HEF-huM2H1.2#l^ilMDNAi:UT. PCR^{ca:«5Jii|iiU. :/^;^5K 
HEF-huM2H1.4#l^#fCo ;2|5:7'^^5KHEF-huM2H1.4#l {C'^^SH^V^^<7)T 

[0083] v?3>'1.5{*^MJ!^^7^-^-i:LT70ia(D7<^:^->';&Sn^iX>-lC^M-rSJ;5 
{Jl^tfLfcHuMHeS (Ba3?IJ#-^17) *3 J;tJ«HuMHeAS (gE^J#-^18) ^ffl V :^7;^5K 
HEF-huM2H1.2#ltri&MDNA^UT. PCR^Sfe^CJ;(9^il|igb. :^^;^5K 
HEF-huM2H1.5#l^#fCo ;ijs::7'^;=^^KHEF-huM2H1.5#l fC-^^tl.-5Hl^V'^:^(DT 

[0084] (u) 22fev^if-Y:/ 

■rV^5bh^^HUMIGHDJCD(Chai S. K.e>. Unpublished 1994) S*<OFRS:ffiV^5^ 
t^bfCo tMbMABL-2^^^:H^K/^~v^3:/'2.r{C*5V^-C. FRld^6)FR4^-efitb^ 
fls:HUMIGHDJCDOFRl;6^bFR4i:|^— -e&^9^ •ieLTCDRf*'V^>>?.MABL-2^flc<DH 
I^V^^f (Z)CDRi:|^^^LfCo HUMIGHDJCD{;itjLeaderia^J(DtH^^^^^;i»^o/c:fc 
fe, LeadergE^J{i-V!j7;^MABL-2 V (Dt>(7)^fflV^fCo 

H 

[0085] fcHbMABL-2^^H^/^— v^3>'''2.r{*^^— i^3i^'1.3'(D89^<Z)T;^^7^:^^ 
^T>^^-?^=¥ VtJl^m^-frfc:/^— v?3 V2.0t:ilMDNA^bTffi V >fCo 

[0086] ^-f X S?3^^2.0{i^^— i:^3V"1.3'089^(Di/7Vi5'5>'^^T><>^^^^>-^lC^ 
iCiati-UfcHuMHgS (gB^J#-^20) ^3 J:U?HuMHgAS (gE^J#^2 1) Srffl V ^ 
. :^7;^^KHEF-huM2H1.3#2^SDNAtUT. PCR^JCj:«9Jt#gb. :r^;^5K 
HEF-huM2H2.0#l^#yto :2|5:::^9:^5KHEF-huM2H2.0#l (c:-^^5Hi^V|S^(?5T 
^/^iB^J*3<J;i;?J&SiB3?iJ^BH^J#-^22 fc^-r^ 

[0087] tHbMABL-2^^ilCH^ (y^— v^3>''2.r) ^PCRfelC j;SCDRi?'7>^7"W':^^{-J;9 

=?DNA(PCR:7"^-l'-r— )^^ffib/Co -^J^:^y=?DNA . HuMHS (gE^J#-i-5) , 
HuMHfSl (iE^J#^23) , HuMHfS2 (ia^J#^24) , S.U^HuMHfS3 (gH^J#^25) \% 
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•fe>-;^DNAiB^J^Wb. HuMHfi^Sl (ia^J#-^26) , HuMH^S2 (iB^J#-^27) , 
HuMH£\S3 (iB^J#-^28) , ^OTuMHfi^S (ga^J#-^29) {*T^^^-fe>':^DNASB^J 

[0088] 1^— PCR^P^-t:1i^C0PCR:7"^-l''^— (Dm^-^t^-frt-T. HEF-huM2H2.0#l^^ 
MDNA^UT^ffiV^fCo 4o(DSi^;:HuMHS/HuMHfASK HuMHfSl/HuMHeVS2. 
HuMHfS2/HuMHfi\S^ HuMHfS3/HuMHfi\S3$rtTV^, #PCR^^!fe«^tr*t®ibfCo # 
^^i^huM2H2.1-l. huM2H2.1-2. huM2H2.1-3. huM2H2.1-4Srs 

huM2H2.1-l/huM2H2.1-2, huM2H2.1-3/huM2H2.1-4<7)|aJZ^'g't?-fr-e^'^b. ^ 

ti^*Mfih^i^(Dn^m^\)Ty±iy^v^^. f^^pcR^fTofco pcR:/7-r-^ 

— (i-?:tt-?tbHuMHS/HuMHfi\S2. HuMHfS2/HuMHfi\S3^fflV^TfTV\ #PCR^ 

^^^{CX'OT^y^^y])^-^. PCR>^^^-^— HuMHStHuMH^S3^;[jPx.-C. tMb 
MABL-2^<*:H^ (^<->?3>''2.r) ^3-K-rSik;SDNA^iti|>SUfc (0HPCR) „ 
[0089] PCRSPg(C*3V >-C. 50 mL(DRJtM^mi^^PCK:fy-(-^—^^n^n20 

pmoK 0.2 nunol/LOdNTP. 1 mmol/L MgSO . 5 ng<D^MDNAMt;«(;il UOKOD 

4 

-Plus- ^t?^#T% mHmmm^^m\^x94x:izxi5fm. 5o'C{;i-c3oi:!^p^. 

PCR^^i^^QIAquick PGR Purification Kit(QIAGEN)^fflV^^ ^iyhWiH(D^:^iZ 
^^ev^DNAif>^-tr*tMU^o t^^PCR^C*3V^T^*l mL(D^m—PCR^m^^Xm 
U(DKOD -Plus-^-^Wi-SlOO mL(DRStM-^m^94X:i^X15^m. 50X:(;i-C30# 

m. 68x:izxi^m(Dus.'^^^^i^x5m^i^^a.^—h\^. esx^xd-^m^^^^^ 

— hbfc^. #PCR:7'^^'^— ^40 pmol-fo^^PL^o J^V^T. PCR^I^— 
#(CT35[moPCR^m\PCRife^i^;^1.2%T;<fa— ;7^y/wm^^lbt;iJ:!9^B|i» 

mi^tio m^pcRi^m—pcR^^.siiot^pcRzfy^'^—t^m^^Xs ^-pcr^i^— 
(D:^mz.xn^fzo 

[0090] m^PCRizX^^]:.fcA38 hp(DDNAm}i^l.2%T:^vi^:^^/vmn^W}i^X^^ 
il)|*Mb^oM^bfcDNA^BamHl43j:t;?HindIII-T?m>fbi-§ri:lCj;«9f|^U/cHEF 
|^^-<i^i5ir-HEF-VH-gy Udi^y^n-c^i^i^b. m&mm^^mVtlo nbV>H^ 
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Vtio :$::7'7;^^KHEF-huM2H2. 1#3 {e:-^*tbSH^v^i^<Z)T5y^iE^J*3 J: tJ?!^^ 
ia^J$riE3?iJ#-^30(j:^'f-„ 

[0091] i2)WmABL-2^i^Lm(Dmm 

'^^:^MABL-2^i^(DLmy^i^t2i!^^—l^m3.8%(Dm l^tt^^LfCo r<?59*>> 
CDR3<?5i^>('X;^S#LV^fch^^HSJCllVJ (Kennedy M.A., J. Exp. Med, 173 (4), 
1033-1036, 1991) ^M(DFR^m^^^^ttl.tCo l::MkMABL-2^^L^(/^— v^a^^ 
"l.D t;i*5V^-C. FRl;6^6)FR4*-e}*fchfei:#:HSJCllVJ<Z)FRld^£>FR4^|^— 
^LTCDR}*-v!^;^MABL-2iri;#:(;5L^V^*^cttJ©CDR^i^— ^LfcioLeaderiB^jf* 
fch*T;#:HSJC 1 lVJ(Dh(D^F^ V NfCo 
[0092] bHbMABL-2^(*:L^(^^'— v^a^'Ll") ^PCRmi^X^CDRi^'7^'T^l^i^izX^ 
f^SSiUlTCo tMbMABL-2^^L^ (/^-v?3^"l.r) (Df^®l<Dytfet;i4^0'^^^y 
=?DNA;|r^S^fflb:rc„ -^fife^^-y^^DNA , HuMLalS(gB^J#-^31)^t;?HuMLa3S(Sa^J 
##32) }*-fei/;^DNAiB^Ji|r#U. HuMLa2AS (gB^J#-#33) ^t;5HuMLa4AS (BB^J 
S-^34) {iT:/^-fe>';^DNAiE^J^^-r^o ^JI-gPT/^-r-^— HuMLS(ga3^J#-#35) 
At;'HuMLAS(BB^J#-#36) {*'^^!fe:^y=fDNA, HuMLalS^U?HuMLa4AS^2}N^ni;? 

[0093] PCR«, KOD -Plus- iym^^) ^ffi V 100 mL(DRmm'^mi^^^:tV^DNA 
HuMLalS, HuMLa2AS, HuMLa3S43J:T^HuMLa4ASS^^^^^t^5 pmoU 0.2 mmol/L 
<DdNTPMt/(C2 UOKOD -Plus- ^t^^^'C. WiHW.WW^^^LX9A'azX 
15#ra. 50'C(J:T30#ra. 68'C{;lTl5>ra<^?aSi^-r^/^-e5IHIfTofc„ $t>(J:40 
pmol<^^g|5::?'7-f-^— HuMLSStJ^HuMLASSrADx.. I^CSSf-^^/V'$r35lHlfTo:rc: 
o PCR}fe{;ii?)iii|>gb/cDNA^>r^l.2%T;«f c--;^^>ffiV ^fcT;(f cr— 

[0094] 426 bp;S<DDNAif Jt S^*-t"^T;<f ;:^JtSr^l5tt) . QIAquick PGR Purification 
Kit(QlAGEN)^fflV^. =ariyh^cDM;^(C^V>DNA^>H-^!|tSfiiLfCo *t]^LfcDN 
A^^iJ^y— /p-X?et^$-^yt^. 10 mmol Tris-HCl (pH7.4) , 1 mmol/L EDTA^?^ 
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{Cj;?)pj^LfcHEF^m^^i5'— HEF-VL-g k 1 (W092/19759) iZ^Zf^ti—:^^^^ 

[0095] tHl:MABL-2^fls:L^V^*|g(0#/^— v?3V1.2. 1.3, 1.4. 1.5^^T(DXoi^VX 

[0096] v'3>'1.2f«MJ!g:7"^-r-x'— ^UT51{i(Z)T/V=¥^^;55n-ri/^{v:^^-t-5 

5 {-^ti-bfcHuMLbS (iB^J#-^38) *5a;t^HuMLbAS (@B^J#-i-39) ^ffi V ^, ^^^''^ 
KHEF-huM2Ll.l#3;^^MDNA^bT. PCRife{z:J;9ii*Sb. Z/'v^^^h^ 
HEF-huM2L1.2#l^#fCo :*::7'7;^5KHEF-huM2L1.2#l t^l-^^tbSL^V^^lgOT^ 

[0097] v^a^'l.Sfi^MM^^-f-^— i:b-C92#^<D^n-»';6S:7aic:^/VT7^>^lJ:^M 

i-S J;5 {;i^tf-bfcHuMLcS m^m-^U) *5 J; t^HuMLcAS (iE^J##42) ^ffl V ^, 
^;^5KHEF-huM2Ll.l#3Sr^MDNA^LT. PCRfe(Cj;«9Jt#gb. :7'^;^5K 
HEF-huM2L1.3#l^#fc:o ^^^>^^KHEF-huM2L1.3#l{C-^^tvSL^V^^<DT^ 

/^sa^j*5j;u5:^ssa^j^ga^j##43{c^-ro 

[0098] -✓^3>'1.4{t^MM>^7-r-^— i:bT41^(0^rcc:^/VT^:=^V;d5^ni^>'{e:^M 

't-'5<t9 Id^ti-b^HuMLdS (gE^J#-^44) 43a;TJ«HuMLdAS (gB3?U#-^45) ^ffl V ^, ^ 
^;^^KHEF-huM2Ll.l#3^^MDNA^L-C. PCRlfeiCj;t9iti|iSb. Zf^^K}^ 
HEF-huM2L1.4#l^#fco :i|s:^^^^KHEF-huM2L1.4#l{cl-^*tl^L^V^i^OT5 

y^BB^J*3J;tJ«:^^BH^JM^J#-^46{c^i-„ 

[0099] S^3>1.5H^^J!g:7'7-r'^— i:br42^(Di5^/Wi5^^>';dSn-ri>'i^{j:^^i-6J;5 

lei^ffLfdHuMLeS (iB^J#-^47) 43j;t;?HuMLeAS (gB^J#-i-48) V :/^;5<.5:K 
HEF-huM2Ll.l#3^^MDNAi:LT. PCR&tCj:t)ii*Bb. :/7;?^^K 
HEF-huM2L1.5#l^#fCo :*::/^;^^KHEF-huM2L1.5#l lC-^*tvSL^V^i^OT^ 
/^BH^J*3j;t/:^SgB^J^BB^J#-^49tc^i-o 

[0100] (u) 2^x1f-^:/ 
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th>fbMABL-2^#:Li^(;ioV ^T. FR2(DWYLQ-PGQSP— LIY^V ^5ia^J<^<*:#% 

Pascual V.6>. J. Immunol.. 146(12), 4385-4391, 1991) S5l€OFRMV^S:i^^Ufc„ 
tHbhuM2^^*:L^^^— v^3V2.r{c4BV^T. FRl^^e>FR4*-e(4th^^*:i802359A 
<OFRl/Ji^e)FR4^|^— -Cfct). ^L-CCDR{*-rii7P?.MABL-2^^0L^V|B^'t'C»CDR 
t^—tl^tCo 1802359AOLeaderE^J(Dif#ri>Jed^fcrcJi). 1^7^if-<:^-efflV^ 
fcth^#:HSJCl lVJ<;5t>(0^ffl V >fCo 

[0101] tHbMABL-2^#:L^/^— i^3>'"2.r{i^^— v?3^'l.rOFR2(D^^th^i*: 
1802359A(DFR2^Mi^Lfc^^— v?3>'2.05r^MDNAi:b-Cffi V ^fCo 

[0102] . /^-i^3>'2.0}*^mm>^^-i'-^— ^LTtHkMABL-2^{+:Li^/^— i-^B^ 

'1. l'(^FR2;a5th^flci802359A(^FR2(J:^M-t-Si5 l-t^ff-bfcHuMLfS (gE^J#-^ 
50)*5j:OTuMLfAS (ia^J#^51)^ffiV^, >^7;:^5KHEF-huM2Ll.l#3^^MDNA 
^UT. PCRfefCi91ii|iSb. :;^7>^^KHEF-huM2L2.0#l^#fc„ :^:/y:^^h' 

[0103] m^WtMABL-2^i$iLm^<—i^3^^''2A''^PCRmi^X^CDRi!f=7yy^-(^^i^i^X 
mmVfCo l::MbMABL-2^#:H^(/^— v^3>''2.r) cO^^M(^fcJe)iC6^<^'a'^!fe;<J- 
y=fDNA(PCR:7'7-f-^— )^^fflbfc„ -a'^:^y=^'DNA , HuMLS (gH^J#-^35), 
HuMLgS0(BB^J#-^53) . HuMLgS(SB^J#^54) }**fe:/;^DNAgB^J^^b^ 
HuMLAS . HuMLgASO (ga^J#-^55) , HuMLgAS (ga^J#-^56) itT 

>'^-fe>';^DNAiE^J^Wi-'5o 

[0104] H— PCR^|5g'ef*2fe(DPCR:/7-r-^— (^^m^-a-tJ-frtC-C. HEF-huM2L2.0#l^^ 
MDNA^b-CfflV>^o HuMLS/HuMLgASO, HuMLgSO/HuMLgAS, 
HuMLgS/HuMLASlC-CPCR^tfV\ #PCR^^#;^*tMbf^ 
huM2L2.1-K huM2L2.1-2. huM2L2.1-3^^th^iri^tlh^i^(D^^mcX^Ty 
^l^Zf]}^"^. PCRTT'^^N'— HuMLS^;HuMLAS?r*n;tT. fch'fbMABL-2^^*:L^ (^^ 
—Z^3>"2.1'') K-rS^ftDNAtrJitSbfc (^-PCR) „ 

[0105] PCR^PgtCjoV ^-C. 50 mL<^S^&^'a'^^{-#PCR>^^>1'-^— ^•?:4x^tl/20 
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pmoU 0.2 mmol/LOdNTP, 1 mmol/L MgSO , 5 ngOilMDNAMtl^lCl UOKOD 

4- 

-Plus- t:^t^^wx\ mHmmm^mm\^x9m<ixi5^m. so'x^izxzom^^ 
68X:iz.xi'^m(^u&-f-^^/i-xz5mn^\m^e8X:x7'^m^i^^^^—hvtc^ 

PCR^^i^^QIAquick PGR Purification Kit(QIAGEN)^fflV^, ^5/b?^#(OM;^{C 

^^ev^DNA^>t-^»Mbfclo B-pcR^^::}ov^T^*l mL<D^m—pcR±^m^xm 

V(DKOD -Plus-%^^-rS100 mL(DRi;^^m-^m^94X:KX15m^. 50*Cl;iT30# 

e8'x:Kxi^m<Dm.m'f-4i!^/\^x5m4^^^^^—hu 68x:x5^m^>^^^ 

— hbfc^. #PCR:/^-r-^— ^40 pmol-f oi^;!jpLfco MV^T. B— PCRi:!^— 
#lCT35[eI<7)PCR^tfV\ PCR^^^i^(426 bp)^1.2%T;«fo— 

[0106] i|t^UyhDNA^SrBamHI*5j;t;«HindllI-Cti>fk*t-Srt(;iJ:«9f9^bfcHEF^m-<i5'i5' 
— HEF-VL-gK ^^^i^L. m^ia^J^^^bfCo jEUV ^L^V^il^C»T 

^y^ia^J^Wi-'5DNA®f>K"^tf ^7:^^K?rHEF-huM2L2. Ufco 
;^5KHEF-huM2L2.1#l{J:-^mSL^VfM^<DT5y^SH^J*5j;TJ«l»gB^JSrgE^J 

##57{c^-ro 

[0107] (3)cos-7m^^(Dhyy':^'7:xi^>^3^^ 

i:bT=¥p«^MABL-2$ii^^COS-7JNaJia-T?— jgttlJ:|§m$*^Coi->fc*?'^H^<^— ii 
tt^m-ef*. tMtMABL-2*ii^*:H^^^^i5'i5'— (HEF-huM2Hl.l#l, 
HEF-huM2H1.2#l, HEF-huM2H1.3#2, HEF-huM2H1.4#l, HEF-huM2H1.5#l, 
HEF-huM2H2.1#3) ^=3{^p<7L0^m^i5^^— HEF-M2L3 (WOOO/53634) iicD^^-^ 
t^-lirtr. L^<D-agi4^^t?tt. tMkMABL-2^#:Lmiim-<^i5'- ( 
HEF-huM2Ll.l#3, HEF-huM2L1.2#l, HEF-huM2L1.3#l, HEF-huM2L1.4#l, 
HEF-huM2Ll .5#K HEF-huM2L2. 1#1) ^=ar^^H0HEF-M2H3 (WOOO/53634) t<D 
JiL^-^tP-BrSr^ -?:tl/-^tbFugene 6 Transfection Reagent(m^:3.-y^Ti!^y:^'T^-y^ 

:^)^m^^xcos-7mmcmf^j^nm^Avfco 1.5 x 10' ms^t:iQ%(D^i^m!^iiLm( 

GIBCO)Sr^tfDMEM^^?^(GIBCO)2 mLlJlT— gfei§*Ufc„ ^r^^M-ClNfr^ 
R!t^^-^tc. #:7'7>^^K2 mg-f o^Fugene 6 Transfection Reagent 6 mL^r^tfi^ 
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*100 mL (DDMEMmmm^mnVfc^ 5%CO (D^#T-e— Sfei^^bfcm. 

2 

1% HT supplement (GIBCO)f|r^tfCHO-S-SFMII;^%(GIBCO) 2 mL^:^^^^^^ 

frofco 37*c. 5%co <D^wrx'72mmmmvit^. mm±m^ib. m^mi^ 

2 

[0108] =3f.p<7MABL-2^^<D— )H4^m-e(i. =arP<7H^HEF-M2H3i:dr^^L^ 

[0109] ^/c. th^t:MABL-2^#:^|?#i--5fcJ?). tMbhuM2^^H^^m-<i^i5!'~ 

HEF-huM2H2.1#3i:tMbMABL-2^#:L^^m^i57i5'— HEF-huM2L 2.1#l^(Dm 

[0110] (4)^^^iS<DS!j^ 

#btbySl^#:<7)^SS!I^^iELISA^3:J:^9fTofc„ ELISAffl96:A::/l^— h (Maxsorp, 
NUNC) (0#;A:?r®^>fl^^^5/7T— (0.1 mol/L NaHCO , 0.02% NaN )'^2 mg/mLO 

3 3 

^StiCMMUt-^^:^ Kappa Light Chain (Zymed) 100 mL-CH+B'fbb. 300 
mL(D^^^<-y:7r—(50 mmol/L Tris-HCU 1 mmol/L MgCl , 0.15 mol/L NaCL 

2 

0.05% Tween20. 0.02% NaN^ . 1% 4^lfn.*T/l-:/^:^(BSA). pH8.1)T':/l35/d^:/iJ^C> 
^.=^p«7tft^*fcf*fcMb^^^^^$-frfcCOS-7JNBJiac»J§a-b«^SPg^f?L-C 

^:?v:(j:ioo mL-f o;(jp;tfc„ ii^ra^mi-T^i^^^^— M.^?^^, T/v:i&y>';*-;5^ 

^'T^—e'^ltir^^^tMgG^^: (Zymed) 100 mL^mx.tio ^^.{ZX^-^^^^^—h 
bi5fe#<D^. 1 mg/mL<DSK^?g(Sigmal04, p-:=^ho:73ic:i/HJ:x^, SIGMA) ^;!JP 

^1^1405 nm-COg^^feS^-^-fiS'n:?^!/— hy— i5^— (Bio-Rad)T?S!|^bfCo 
M^<D::^^:y^^\^tVX. tHgGl, kappa (SIGMA) ?^ffiV^f^:o 

[0111] (5) wmi^(Dmi±mm 

wmm-irm<Dmmm^mikisxxj^m^mmmm^xwm^notio 
mm (immi^^mit<Dmm 

^m^'^fSi^m^(Dtitb(DEUSA-:^u—h^. lk(DXoi^i.xmmuto ELisA^ge 
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SIGMA) 100 /i L-CH+B'fkUfCo 300 nL(D^^^<s^:77—'C-^^^iy^>if(D^. 1 n 
g/mL<D^Slz:^MbfcFLAG:S^Rr^MthCD47(WO00/53634)^100 u L*P;t. 

o m.m^X^>^^^—hV^!^(D^. 1 mg/^lL<^^«^^^(Sigmal04. p-c:^hn:73i 
^/>Vl^m. SIGMA) Sr*P;t. ?!fele:405 nm-T?0®^7feSSrN'-riJ'ny^l/— M;— ^5^— ( 
Bio-Rad)T-ffliJ^LfCo 

[0113] {n)w^mmm^(Dmm 

fc^FLAG^#: (SIGMA) 100 n LXm^^tVtio 300 nL<D^W<^y'7T—X^n^y 
^l^^(D'^. 1 ;fg/mL(D^*{c:^MbfcFLAG;^liRl^MthCD47(WO00/53634) 

^100 n iM^. mM.xmm^>^^^—-y^>vt^ ^w^. ^:^ymw^ftmiv 
i\:.mm:^^^^f^cos-mm(Di^m±.m^m^^mjt.h(oto.s n g/mLcDif 

:^^^^wmAAm.-2^mmmi^\^tzMm^ioo n h-r^Mx.tio Mm^x^:y^=u^ 

—VXJ^W^. T;V^])'7*:^Z77i'—'^WMP<^^':^hT\f-J>'{ZymedL)lOO nl.^M 
X.tlo mWiZ.X^l^^::2.^—V\JStW(0'^. 1 mg/mLOS®^?^(Sigmal04. p-^n^bd 
:7mr::/H;V^, SIGMA) ^;!JPXL. ^«fe{C405 nm-eO®3feSS:-^-riJ'n>^l/— by— ^5^— ( 
Bio-RacDT-ai^bfCo 
[0114] (6)fiftt5|^ 

l^mS(^thCD47^'^^tt^^Lfc:(ll|l)o L^^bx MABL-2t^j;5>^'a-Pl*^i4T* 
fi^'^— v?3>1.10Pl.*?£ti}i/^— v^3>^1.2. 1.3iclt-<Tiid^ofci„ :^fc. :;^3 
:/1.3(i=¥^7^flc^Jit^l^^<OP£*^i4^i^-i^.^<— :^3>'1.2^l^^1>b<fi^^3i 
V^PI.W^^4^^Lfc(la2)o r<DJ^mtt. 72^<DT$/^aS<^i!ft#;i5||^-t?^«9^ 
zow.<DT^/mnm-ihi^^=^^^ v'3:xl .3) -ctj^v ^i^^^i-o 
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[0115] $b^<cs?£tic»ji#^#^u. mfzKHm^<—i^3>'iA^ i.s^f^Mbfco Hm^<— 
3vi.3^i^^-efeo^ji(ig3)^s, mmmm-ix^m^^fcm4:)o ^(Dm^m7&:. 70 

[0116] v^g^'l.l— 1.5<^^;i:^J@^;tT^^xif-f:^^tTV\ v^3i^2.1^f^Mb 

(05)0 :i<oj^^J;t)> fcHbH^ft^^-i^3>'2.l-T?+5>-e*>5ri:;&5^i^$tb:^c„ 

[0117] (ii) }iHtLm<DWm 

WtLm^^—i^3>'l.U 1.2. 1.3i:^^7H^^^m^-a•t^-^i:ycl^#:^iHai:t>^^^^|^ 
m<D}ihCDmcM^^m^m^%:^\.fci!)K =3f p«^^#:J;«)^v ^^^4^7^^L^c (06) „ 

(1117) o 5 Hi. 92iiL(DT^ym^mi'im^M^xn^j:<^ mi^u^-r^ 

[0118] L^(DFR2{*H^i:(Dmterface(c:*)fc6 (Chothia C.^). J. Mol. Biol. 186, 651-663, 
1985) ^tib^h. FR2<DCDR7&m(DTKym^m^tio i^3V1.4{*{5{^=ar^7^#: 

08)0 i^'a•PI.«^S^4t--ov^-CV^-i^3:^l.4^il.lJ;^9^>:^:l|g{c3^r||U. |JaW^14;6S 
=3^^7^^^^:5£':5v^fc(la9)o :^3>'1.5}*^rp(7^^^:#:<J;t)^^0>gb;5*^;mv^;^^ 1.1 
lJ:lt-<5^'^"^3Sc#UTV>fc(|g9)o ^<^3^Mf*^}*«5FR2}*mM-efe«9. i!#lC4m. 

[0119] i^3:/i.i— l.5(^^m^J@*;tTn^7^W^'SrfTV^. v^3:/2.i^f^®iL 
fco tMbL^^^-i^3i^2.1i:=¥p«^H^^Jjyi^'^t?'*fc^#:^*^ =¥7«7^^*:^l^@ap 

^-2. l-e+^T'fc^^^;65^i^$tL/Co 
[0120] (iii)tHbMABL-2^^<DfFffi 

fcHbH^^^— :^3:/2.1^fcMbL^^^-i^3>'2.1^m^'^t?-^fctfi^t:fi.dep<7^ 

flctl^@S^>L<f«tvi^A±(^MABL-2{;i<J;SS^#|5i.W^tt. -t-'fct?*>hCD47l^*I- 
i-53^?Pl4^^bfc(|E|ll)„ ^tlX*). FmzmVXHm. L^^ti^-cD^^th^^c 
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fc-^l>;5^MABL-2^(*:(D^^7^if (huM2H/^— v?a:^2. 1 , huM2L2. U<—i^3l^ 

[0121] ii)wmABL-mmim(Dmm 

fch'fbMABL-m^H^/^— v'3^''2.r(Df^®i<^fc«)iC8^®(^'a'^!fe:^y=iDNA^^ 
ffiblTco '^^!fe:^y=?DNA . HuMHS(iB^J#-^5), MlCHlMS(iE^J#H^58), 
MlCH2GS(iH^J#-^59), MlCH3SS(iH^J##60) ^l-feV^^DNAiB^J^J^L. 
MlCHlMAS(iE^J#-^61). MlCH2GAS(iH^J#-^62), MlCH3SAS(iE^J#-^63) 

. HuMHAS(gB^J#-^6) ^iT:/^-fe:/;^DNAiH^J^^ri~5o 

[0122] H— PCR^|5g-e{*?fe<DPCR7'7'l'-^— (^m^-a-tJ-^t^-C. HEF-huM2H2.1#3^^ 
mDNAtVXmy^^tio 4o<D^f£:HuMHS/MlCHlMAS. M1CH1MS/M1CH2GAS. 

M1CH2GS/M1CH3SAS. MlCHSSS/HuMHAS^frV^, ^PCR^^^^'i^Ml^fCo # 

HuMHSi:HuMHAS^;(jn;t-C.fcMbMABL-l^^Hi^^^— i^3V''2.1'Sr=»— 
;ftDNASriii|iSUfc(^-pCR)„ ^^fe^l^l^«^CfTV^. HEF^m-<i5^i5'- 

^iH^J^^i--5DNA^>H-^tf^7>«.^K^HEF-huMlH2.1#l^^i&LfCo^^9:^ 
^KHEF-huMlH2. l#l (n-g-^tLSH^vgB^iDT^y^gB^Jis J;tJ«i&^ia^J'Sria^J# 

[0123] (2)tHkMABL-l^i4^L^(Dltil 

mVito ^^:tV=^DNA. HuMLS(ga^J#-^5) , MlCLlaS(ga^J##65) 
NAiB3?>l^#Lx MlCLlaAS(gB^J#-^66). HuMLAS(iE5?IJ#-^6)«:T>'^-fe^^;^D 
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[0124] PCR^|ii-e{m<^PCR:/7-i''^— om^'^t?-a:(--C. HEF-huM2L2.1#l^^ 

^DNAtLX^\/^fZo HuMHS/MlCLlaAS, MlCLlaS/HuMLASl^lTPCR^frVV # 

$-Br. PCR>^^^-^— HuMLSi!HuMLAS^iP;tT. WtMABL-l^i^Lm.^<—i^3> 
'2.r^=i-K-r6^;gDNA^iii|iibfc(m-pCR)o ^WJli:l^#l^m\ HEFm 

^:^(DT5y^ia^Jt:*i-aDNA»f>T-^tf >^7^5K§rHEF-huMlL2. L 

/do :^:7^9^?KHEF-huMlL2.1#lt;i-^mSL^V^*^OT5y^iE^J*5it;?itSSa 

[0125] (3)fcHbMABL-l^#:(D|§m 

fcHkMABL-l^#:H^^^^^i$'— HEF-huMlL2.1#l^tMkMABL-l^f*:L^^ 

J^^i^/S'— HEF-huMlL2.1#l^fflV^r. _htBCOS-7^Jia^(Dh^^^:73ii?'>'3>'(D 
;^ife(ctJ^oTtMkMABL-l^fls:<SrfaMbfc:„ ^fc. ^#:^^<^aO^. ^^(O^'^m 

[0126] (4)tHbMABL-lfeT:#:(^^ti?ft^ 

tMbH^/^— v^3V2.1^tHbL^^^— v?3^2.1^m^^:b*fc^^{*. =ar^^^ 

^ife^jS : t:h<kMABL-l^#:. l:MkMABL-2^#:(DTJ!Kh— iy;:^^®^;^ 
t^CD47^t^^^^^AbfcL1210>ISiJBa^ffiV^, fcHbMABL-liii#:, tMI::MABL-2 

ng/mL. 100 ng/mL, 33.3 ng/mL-f o^^lJPL. 24^raj#^UfCo ^<^^. Annexin-V 
^fe^trV^, FACScanig^(BECTON DICKINSON) iCT^jtSfiS^aU^byho 
J^^x fchCD47it^^^^AU:^Ll2l0jji|BSa{J:^bv >jNBJia5E^^^uyS: (0 13) „ 
Illfe^j4 : tMkMABL-mi*c^tJ«tMkMABL-2^^*:* ^— 2|s:^Fv<©f^jgl 
(1) tHbMABL-2^^— ;*:0Fv (HL5) tDf^M 
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[0127] H^V^i^OfcJ?)<DHtf:^>^7^-^— Sal-huHS A. ia^J#-^68) HH 

V^^(DN*$S^='-Kt-5DNAf;i/N-r^'y^-l'XbRoSalIf&J|5S^^^ligi5{i^ 

[0128] Li^v^^(DfcJse)<7)Hff;^:/7-r-v— x5-huLgs (:/^-r-v— C, ga^J#^70) fi, 

V^^(DC*^SSr3— Ki-SDNAtC/N^y^y^^'-l'Xb. Gly Gly Gly Gly SerCSB 
^J#-^72) d^b^'.eSSmery -^i^Sra— K-rSDNABB^JSr^^. M-OL^V^I^ 

<^^;^>^^-f-^— NothuLAs(:/^-r-^— D, ga^j#-^:7i)«. i.mvmML(Dc^m^ 

3— Ki-SDNAjC/W>^'yi5^^Xb2j@Ote^f^Jl:=3K>'&tFNoa$!|R6S^^M^SB 

[0129] ^— PCR^|5gl;i43V^-CA/B, C/D(D-:/9-<-^—(Dm^^t>'^i^X2^(DRm^n 
V^, #PCR;£^i^(huM2Db-l:ioj:miuM2Db-2)^)^i^LfCo H— PCR;6^^#btb 
fc2oc»PCR^^i^^^tLb S #:(DffiMt^tc J;t)T5/-fe>^yVi-$-^. AS. 
OTtr^ia^T. l:Ht:MABL-2^^HL5^3— Ki-S^*DNASrii#gUfc (BUPCR 
)o Jfe*?. PCRle:j3V>Tt±. kMbMABL-2^#:H^V^i|gSr3— K-r5:/7;^5K 
HEF-huM2H2.1#3 (||Jfe^Jl^#Ra) . ^t;«tHbMABL-2^#:Ll^V^^^=3— K-f" 
<57'7^^KHEF-huM2L2.1#l (^Ji^»Jl^#Ra) ^^^V^t^JIM^UTfflV^fCo 

[0130] 0— PCR^Pg{C*3V ^-C. 50 mL<??S)S?l'a'?Kl;:#PCR^7'l'N'— ^^n-?tt20 
pmoU 0.2 mmol/L<DdNTP. 1 mmol/L MgSO . 5 ng<^iMDNAMTJ^{Cl UcDKOD 

4 

-Plus- tr^tf^#-C% ^i^«?g^^fflU-C94*C{CT15#P^. 50*C(;l-C30#P^. 
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[0131] PCR^^^A-B (huM2Db-l) RUC-D (huM2Db-2) ^1.2%Titfvi—::^^/>m^ 

TlmL(DhuM2Db-l^U?linL(DhuM2Db-2. 2 UOKOD -Plus-^^Wi~S100 mL(D 

Sim^^^^-^— hb. 68X:X5^m^^^^^^—hUt^, #PCR>^7-r-=r— ^40 pmol 

^^QIAquick PGR Purification Kit(QIAGEN%I:0)^fflV>-C*t^L.. SallS.tJ?NotI-e^^ 
'fbb. #btl/fcDNA®f>lt<SrpCH01-Igs^iJ'iJ'— (WOOO/53634) {C^n— 

;^IgGlV^"^/V'BB^J (Nature, 332, 323-327, 1988) Sr^Ay-CV ^^So DNABB^J^^ 
(D^. tMbMABL-2iiT:#:HL5(DIEbV ^T5:y^iB^J^=— K-f-SDNA^>i-^'^tf ^ 
7^^KSrpCHOhuM2Db^#^ bfCo ;*:^^;^^KpCHOhuM2Db{C-^^tl/StHb 
MABL-2^#:HL50itSia^J>S.tJ«T^y^ia^J^iE^J#-^73lC^i-„ 
[0132] (2) th'fbMABL-l^f*:— :2|s:^Fv (HL5) (Djfm 

tb'ft:MABL-l^i*:HL5^milSth>fbMABL-2^#:-'7ts:^Fv(HL5) (Df^Ml-t^^oT 
f^iSibfCo 0— PCRIj:43Vn-C{*. HEF-huM2H2.1#3(^)ftt3t)(;:tMbMABL-l^^*:H 
^VfB*^^=i— Ki-:5:7"^::^^KHEF-huMlH2.1#l (||jfe^«j2^#fl^) , RXJ^ 
HEF-huM2L2.1#l<Oftt?9t-th{bMABL-l*fi#:^^*:L^V^^^=i— K-f-S^^:^? 
KHEF-huMlL2.1#l (llife^j2'^r#M)^^fflL. PCR^^fei^huMlDb-l:j3j;T^ 
huMlDb-2^#fCo ^tl/?>^fflV>fc||-pCRlCj;0. t:HbMABL-l^#:HL5<DiELV > 
T^/^iE^J^3— Ki-SDNAl^>t<lr^tf:/7;^^KpGHOhuMlDb^lr#^:^>^7;^ 
5KpGHOhuMlDb{C-^**T/5fcMbMABL-l^#:HL5(Di^SBB^JJttJ?T5y^BB^J^ 

IIJfe«3j5 : 2oOH^VMI^^T^2o<DL^V^^^tf scCFv) (Df^3^ 

2 

(l)tMbMABL-2^flCsc(Fv)2|gm7^7;^^KO«||g 

5 mer. 15 mer. 5 mer(D^>^^Ky N7MJ:«9[H^]-CL^]-CH^] 
-[L^] (Dimtfji^Xo tCVlii^ ^^bfcfcMbMABL-2^#:sc(Fv)2^^mi-§:^ 
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[0133] tHbMABL-2^#:sc(Fv)2(Df^M<^fci?)tCHif^g(OPCR:7"^-f'-v— A— Dtc:;!)P;l, 2 

[0134] Hi^V|BJ^<Z>fci«)<^t55^:/7-r'7— XlShuHS (zfy^-^—B^ SH?^J#^75) it^ &.T 

-f-^>-X15huLAS(:7°7-r'^— F. gE^J#-^76) fi. L^V-^*igC»C7KdSSr3— K-T-SD 
NAlJl/N^^yy-fXLJ.oGly Gly Gly Gly Ser Gly Gly Gly Gly Ser 

Gly Gly Gly Gly Ser(@E^J#^77);6^b?'^^15mery:^;57— -^^^3— K^-^D 

[0135] H— PCR^|5g^C^oV^TC/F, E/B(DZf9^'^—(Dm^^t>'^i^X2^(DR}t-^n 
V\ #PCR^^i^(huM2Db-3*3j:miuM2Db-4)^JWMbfCo ^^t^J, 0— PCR(C:*5 
V^-Cfi. th^l:MABL-2^^L^V^^^='— K-r5PCR^^i^huM2Db-2 (^Jfe^3j4 

mm^^0m)^^ti^timmtvxm\^^fco mr^pcRizm^x^ stra^<^huM2Db-i 

^huM2Db-3. *3j:miuM2Db-2^huM2Db-4<^J^;9^'^*Piir-e^tbt> S 
<tl9T5/-fe^y/v$iirfc:o mz^'74'^—AtF. ^XXMtrt^^-^ KMx.X. Wt 
MABL-2fet^sc(Fv)2^=J— Ki"S20<D^>i-DNA(huM2Db-13i:huM2Db-24)^ii 
tBbfc(m-PCR)„ 

[0136] m—PCRmmiZ^^^X^ so mLOH^&^-a-l^t-^PCR^^^-r'V— tr^tL^tt20 

pmoU 0.2 mmol/LOdNTP. 1 mmol/L MgSO , #1 mLOi^MDNAMD^lill U<DKOD 

4 

-Plus- ^tf^#T% ^i^«?g^^ffibT94'ClCT15U>F^. 5Ot:iCT3O30^K. 
68'C(^:■rl5)•ra<^^agi^^i^'>'^■e35IeIfTV\ ^tC68'Cl?75>K^i^^^^— hbfCo 
[0137] PCR;^^!fe#jC-F (huM2Db-3) RXm-B (huM2Db-4) S:1.2%T:<f 

||-pCR-ehuM2Db-l^miuM2Db-2<b^t>(-T5/-fe:/://W 
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t-fflV^fCo ^~PCR{C*3V>T. ilMi:b-C#lmL(7)huM2Db-l^huM2Db-3feSV>(* 
#lmL<DhuM2Db-2^huM2Db-4, 2 U(DKOD -Plus-^^-fSlOO mL(DKSt^Wi^ 

QIAquick PGR Purification Kit(QIAGEN^i^gl)^ffiV^-C*ti;lb. huM2Db-13^SaU& 
■O^amHI-e, huM2Db-24^BamHi:S.tJ?NotI-eti'ft;b. #btt^DNAt^>T-^CHO 
l-Igs-^iJ^i?'— {;ii:^ti— cn^^i/LfCo DNAia^lJ^^O^. th^kMABL-2^#:sc(Fv)2 
<DJEbV^r^y^iB^J^='— Ki-6DNA^K^>T-^'^tp:/7;^5:K^CHOhuM2scDb^^ 
^ bfCo ^:/7;^^KpCHOhuM2scDb(e:^*n§fch>fbMABL-2^^*:sc(Fv)2cDii[SBH 

[0138] i3)\iH\:MABL-mmciFv)2mm.yy:^^V(Dmm 

5 mer. 15 mer. 5 mer(D^:/^Ky^;&— ^^L. N^«!9 [Hi^]-CL^]-[H^] 

7;^^KfSrf^jK«fcJ^).*&|BtHkMABL-2feL^4csc(Fv)2|Sm:7'9;^5Ko«^ 

[0139] H— PCR(C*5V PCR^^i^huM2Db-20f^*?l9 iCfch'f kMABL-l^^L^V 

^^^="K-f-5PCR;fe^i|^huMlDb-2, ^OTCR^^!fei|fe>huM2Db-l(Dft*D«9 {-th 
'fbMABL-liiiftrH^V^^^^ra— Ki-5PCR^^i^huMlDb-l^^fflb. tMfe; 
MABL-l^^^:sc(Fv)2(DEbV^T^y^@H^J^=3w.p^^DNA»f>lt^-^^f:/^;=^5:K 
pCHOhuMlscDb^#fc:„ :*i::/7:^^KpCHOhuMlscDblz:#^tl.StMbMABL-lJn[;^ 
sc(Fv)2<Dl^SBE^J^t;«r5/^Ba^J^BB^J#-^79{;i^i-o 

[0140] (4)CH0^5^^^jNBJia;^(D#^ 

tflsBMABL-2^#:HL5RU?sc(Fv) . MABL-l^^HL5^U^sc(Fv) Otl^6<J^ 

2 2 

^CHOjNBia*5feS:#3tt"'5fcfe. pCHOhuMlDb, pCHOhuMlscDb. pCHOhuM2Db 
.pCHOhuM2scDb^^i?— ^CHOjjSfflJiatijl^^^ALfCo 
[0141] #^iJ^^— Gene Pulser^g (BioRadthM) SrfflV ^T^ti^^hcuKL — i^3i^{J:J;l9 
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%(D^i^m!^skm^^-r^mm^^ a -memj^^ (gibco BRL^m) ^mK.m 

iSb^m<©i5^n— >'^tHbMABL-l*3<tt^-2^#:**OHL5^U?sc(Fv) (DM 

2 

^M^^tL^Xmim^tZo lOnM methotrexate (SIGMAthM)iSr^tptlJfiL^^fl&C 
HO-S-SFM II (GIBCO BRL^tM) (CT^*^. J#«±^S^fe. ]^'iL-^«ll-J;!9 

[0142] (5) t MkMABL-1 HbMABL-2<DHL5S.t;«sc(Fv) 

2 

2 

S<^^#^b^< I^C;^?£T*)»^^bfCo tHbMABL-l AU^l:MbMABL-2<^mv \ 

2 

^(JloV ^T^**^a?)T|B«Lf^:o iaf*tMt:MABL-l^#:HL5<^^<D*t®l^<D^^ 

[0143] i^^_h^{*, 0.02% Tween20tr^tf20 mM mm'Th}}'^ MMmU. pH 5.5-C2fgF{- 

1 MB^^-epH^5.5(CfaSL^ 0.02% Tween20'Sr^tp20 mM 

^fk^V}}^J^^^W^. pH 5.5-e¥^i'fbb^SP Sepharose Fast Flow column(TN'->-V' 

®5>SrSDS-PAGE-C^Wb. HL5S.TJ«sc(Fv) ^tPpr5^t^Ji)fc(|gi4)o 

2 

[0144] X@-C#e>tbfcHL5StJ«sc(Fv) 0.1 M NaOH(Cj;«5pH 6.0— 6.5(Df5 

2 

fflrtlCf^ML/c^. ^tl.-etU).02% Tween20^tf 10 mMy:^^M»?^. pH 7.0-^ 
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mm-c:^7J^^m^^. v^^^mm^m^2oo mM^X'mMm^±if. 

:/^Kd5-^^;JxSM5>Sr«>^/c (015) o 
[0145] mr.lMX-mhnfc^m^^^tl^riCentnprep Yu-mvj^T)X'mmi^. 

0.02% Tween20^T^0.15 M NaCl^tf20 mMg^^M»|g. pH 6.0X^^^tVtc 
HiLoad 26/60 Superdex 200 pg co\uitmiT'^^^^J^<-^:t-^-^=^>::^)KWM\^tio ^ 

2 

[0146] mm\^t:L4mm<0\ihi\MABL-l^WHL5^XXfsciFv) . fch>ft;MABL-2^#:HL5*3 

2 

XX^sciFv) fi, Superdex 200 PC 3.2/30 colum.n(T'^iy^J=^<^:t'^^^:y^)^mm 

2 

sc(Fv) }iBd^{t-h<?55>^^a{iJ^42 kDa^, th>fkMABL-2^#:HL5*5j;TJ?sc(Fv) 

2 2 

. ^d^tt-b<^5^^^S*&40 kDaSr^Lfc(iai7)o iJJt.-hC>;i^d^^>. fcHf^MABL-1.2^ 
fls:(DHL5{*— ;*i:0Fv(D:=i5>T-;?i^b^iS^^'V— t?. fcMbMABL-1 ,2^#:sc(Fv)^{* 

[0147] fch>fbMABL-l^#:HL5f*j§7C^#^3l7G^#SDS-PAGE^W<^^;^. M^#^t> 
monomer(?55>^*^g(j^30 kDa) IJI^— (©/^VKSr^UfCo fcHbMABL-l^#: 
sc(Fv) 3l7^^#Jl7C<DM^#-e^lonomer<05>^^*^M(*^)55 kDa)le:^— 

2 

>-K^^Lfc(ll|18)o tMbMABL-2^i*:HL5:JoJ;TJ?sc(Fv) ^X^My^t^Myv 

2 

^#SDS-PAGE^W<Dj^m. l::Ml:MABL-m^^^<|^#<Difem^5#e>ttfCo (12 
^^te^J6:tMkMABL-lfe^^^^HL5&t^sc(Fv) , t:HbMABL-2^^HL5Jli;?sc( 

2 

Fv) (Din vitro -CcDT^Kh— 

2 

thCD47it^^=-^^AUfcL1210j^J!ia. MOLT4jKaj|& (ATCC) , JOK-l^fflia 
, tHbMABL-2^#:HL5*5j;T^sc(Fv) (DT^Kh— i/x?.^^f^ffl^Annexin-V(ai/^- 
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10f&#f^-f 00.005 nmol/L*-e. t>b<{*^^<Oftfc>«5{e:PBS(-)tr^^^JPb. 24NFP^it 
#LfCo ^<D^. Annexin-V|fe^Sr^fV^, FACSCaribur^S (BECTON DICKINSON) 

ia20lCMOLT4^J!a{j:*3ttSj^:^^^bfCo 
(1) a jfiL^f-re^^^T^/v-of^M 

xiOK-mm mm^mt^^m mmms^±>^i$'—) ^RPMii64oitife ( 

GIBCO BKL^km)-^2.5Xld'mXmUZfj::bXvi^mmVfZo fc^d^Ca?) M 0 feiTi/ 

(i:*-;^. 6M*p) ( P :^^\^r) tCl_h|BjOK-l^Ji&^^?g200 m L (5 X lO'^ 

[0148] (2)S^^(*:(Dp^ 

tHkMABL-l^^*:sc(Fv)2?rS^^ B . ^taaiS^®LfcPBS(-)SrfflV^T. 1 mg/ 

(1) ■^i^m\^tc\ih&siam'^^:^'ey^^vizMU ]OK-imm^mm3 0 i J:«9. 1 0 2 

5 0 ra. ±mi2)x-mmLtii^^mm^io mL/kg{;iT. mmmx^^^i^tc. m 
i±Mmt\^x. mmmmi^fcPBsi-) ^mmi^i 0 2111. 5 0 10 mL/kgt^x. m# 

MJ;«9l^-^bfco v>-m(^ilt>. li^TBE-effo^Co 

th>fkMABL-l^#:sc(Fv)2(?5fch & jfiL#!-V!>;^^^yl'lC5ott5^B5^^;^{J:oV > 

sc(Fv)2S^^T'{iPBS (-) S^P^Jtl^ebT^#»3r^<DMft;65^^^)^>^^fCo 
[0149] . t:MbMABL-l^#:sc(Fv)2;6Sfch ^ jfa.m-^'^y^'ey'MzMLX. inMB 
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mmms :S-Sf^^mAWtMABL-2 HL5<Drfm 
(1) tMkMABL-2^^*:HL5'^OS-Sj^'a'iB^J^A 

Diabody(DS-S^'^(e:J;S^^^k(Dfc:i?)(D^^^tTofc (12122) » 
[0150] ^T\^. (0Cys44(VH) / Cys 100(VL). (u)Cys 105(VH) / Cys 43(VL)<Dm^'o':b 
■^-e<7)2a(?5S-S#:fll||(^fc«)<^y7^N'— BB^JSr^-To 
Ctcgaggaattcccaccatgggatggagctgtatcatcc 5F44-100 (^jfi) (IE2?U#^80) 
Gggggcctgtcgcagccagtgaataac 5R44-100 (BH^J^"^81) 
Gggcagtcagtgtatacggccgtgtcgtcagatctgagactgctc 5R105-43 (iB^J#-^82) 
Gggcaatgccttgagtggatgggatatatttatcc 3F44-100 (ga^j#-^83) 
TcattatttgatctcaagcttggtcccgcagccEiaacgtgtacggaacatgtgt 3R44- 1 00 (iE^JI&"^84) 
Tactattgtgctagagggggttactatacttacgacgactggggctgcgcaaccctggtcacagtctc MF 1 05-43 
(iB^J#-^85) 

Gggcttctgcagataccaatgtaaataggtctttc MR105-43 (iS^J#-^86) 
Gggcagtgcccaagactcctgatctacaaagtttcc 3F105-43 (iB^J#-^87) 

Tcattatttgatctcaagcttggtcccctggccaaac 3R105-43 (SB^J#"^88) 

<Dm^%.. 98*C 30^3^, eS^C 2#, 74*C 30#^30i^^i^'/^^Tofc:„ 
(i)Cys44(VH) / Cys 100(VL)ffl(D^^<^#Af*. 5F44-100 / 5R44-100, 3F44-100 
/ 3R44-100(D>^^^-^— OM^-^^t?■^-ePCRSJ^?^^TV^, pBluescriptSK+ ( 
Stratagenett)OSmaIlHJ^lJ:3''(Bae^>T*. 5'^>T-<^]lH{^Rapid DNA Ugation kit (Roche 

(u)Cys 105(VH) / Cys 43(VL)ffl<^^M<^SAfi. 5F44-100 / 5R105-43. 
MF105-43 / MR105-43. 3F105-43 / 3R105-43(D:7'^^-x'— (^^j^J^^-B-ib-fr-ePCR^ 
tTV\ 5F44-100 / 5R105-43. 3F105-43 / 3R105-43-e#fciPCRe&f>T"^ 

iS:#6<Jl^^^^AbT7^if-ri^bfcBsT107I§P^ai:SmaIg|5^S:flJfflUTMF105-43/ 
MR105-43^>H-^j^b-C#fCo«llbfc^*L^tVO:/7^5K^;^MmDH5a»C^ 
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ABI3100 Genetic Analyzer-C^^lf ^rfrofCo 
[0151] #^)tVfcCys44(VH) / Cys 100(VL)*3j;tJ«Cys 105(VH) / Cys 43(VL)}*. J^T. fch 
>fkMABL-2 HL5 SS44:feJ;tmABL-2 HL5 SSlOS^iq^^^jCD^-f-^o t^^. MABL-2 

MABL-2 HL5 SS105(Di&SBB^Ji:T^y^ia^JSr^tV^tbBa^J#^91tgB3?(l#-^2 

[0152] m<f^'m!^^^mi^. SS44^oJ;t;?SS105(7)jH5T-^pBluescriptSK+J;«9BamHU Xhol 
-e^«9mU ^m^i5^i5'^pcDNA3.1(Hygro-)(Invitrogen^fc)0|^|fP^{Cj$^UfCo ^ 
tu6^phMABL2(SS44)*3j;t>phMABL2(SS105)^iq^^t>(^i:-f-So 

[0153] (2) CHO (DXBll) jNHifS^fflV ^fcS-Sj^-^afXtHbMABL-2 HlJ5(D^mmSI^(Di^ 

phMABL2(SS44)*3j;t;?phMABL2(SS105)(?5^tb^tbl0mg^4 X l0^mS^<DCHOm 
J!&(DXBll)^^3^V^hnjKl^— i/3i/Mi^^h7^^y^i;?— (Cytotechnology), 3, 133 

(1990)]{Cj;t)^AUfCo mA^mS^mO niL<DaMEM-FBSl;:S^?SU QSl^m/V^V 
— h(Comingt±)5^5c{C[>m/Vfe/c<9100 mL-f^^m^fCo 5%C02-fi/=¥:=.^— ^— ^ 
-t?37*C. 24NFF^j##b/c^. j#J^&^100mg/mLOHygromycinBtr^tfaMEM-FBS{C 
f^;ts ^bl-HygromaycinB2I^Sr^|5ge<J 131200 mg/mL, 400mg/mLlJ:±{f , 

[0154] nhfifcmi^mt^hicDHFRmm^mmm^mmL-x^i^^m&^mM^^^ 

@ 6^-eMTX(SIGMAtfc]^) ^10 nM MTX^ 400 mg/mL HygromaycinB-^tf 
aMEM-FBS-e2MF^i^^^fTV\ 10 nM MTX»tt^^-t-?l^®tel$|f4c^#fCo itJfi 
7!)^mif>^fhit^=ri/l^(DMM^i^it. $^(3:MTX^|g<Sr50 nM, 100 nM, 200 iMK 

±if. ^^^1^400 mg/mL(^HygromacinB. 200 nM<Z)MTX?ra-tfaMEM-FBSi^;Nfe 

CM5(Biacore AB)(e:T^>';«75':/yi^^&"e@5t'fkb. miSimmi^X*)mht\.tl^^— 
h^m&^^MMV. ffi|§^(Di^n— Vt:tMbMABL-2 HL5 SS44*5j;U?SS105OS 



wo 200S/044857 49 PCT/JP2004/016744 

[0155] 3)S-Sli$'^^AtMbMABL-2 HL5<D^^0j^Jia<Di#^ 

±|B(2)-e#^tl/:^cfcHbMABL-2 HL5 SS44*5j:tJ^SSlO5(^0^jNaJiat*<SrlOO nM 
MTX. 400 mg/mL Hygromycin B^-^tft^JfiL^J^JfiCHO-S-SFlKGIBCO BRL^fcM 

)-eioo mL<D;^\i''r—yyy^=ix-2mmmm\^. iiKb^ffofc„ mitvtcmmtmi^ 
til X io\ 1 X io''(Dm^^^T2^^. si^tim 0 mmmhrX^ mm±m^muvfc 

o 

[0156] (4)S-SjS'^^AtMkMABL-2HL5C»ftM 

MABL-2HL5(DSS44^TJ^SS105^^(2®^)^tTofCo V ^'ffh(D2MMo:>iTiW^'^< 

[0157] it*_h^f*, 0.02% Tween20^Sr^tf20 mM ^mr)'h)}^J>mmW.. pH 5.5-e2f&(;i 
#^L/c#. 1 M@^^-epH^5.5(;ifSi^LfCo ^<^^. 0.02% Tween20^tP20 mM 
@^^-:^hy^>Ai^^^^, pH 5.5-e^P^^l:L/cSP Sepharose Fast Flow column(T-^i/-Y 

W^^-^SDS-PAGEt^r^^^b. tMbMABL-2HL5<DSS44^U«SS105^tfM:7>^Jt> 

/Co 

[0158] H— XiS-e#fe^XfctHbMABL-2HL5<^SS44*5j;t;?SS105«:. 0.1 M NaOHjCj;?) 
pH 6.0— 6.5(D|6|Srt{Cf|Sbfj:^. ^tV^tU).02% Tween20Sr^tf 10 mMUi^^M 

pH 7.0-e¥^^bbfc^^^Ko^->'T^^°^5'^^;{7^-^(BIO-RAD. i5^-f 20 nun) 

[0159] ||^XS-e#btLfc#®^^^tL^nCentricon YM-10(^yjKT)-Cli^b. 0.02% 
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Tween20^t;?0.15 M NaCl^tf20 mM^mi^W^s pH e.G-e^P^-fbUfcpH 6.0-e 
¥^^bUfcHiLoad 16/60 Superdex 200 pg cohiTnn(.T'^->^J=^<^:t-^^::^>':^)Km 

[0160] ifS®lLfc2@^(Dth'fbMABL-2HL5<DSS44*3 j;tJ?SS105f*. Superdex 200 PC 

3.2/30 colu^m(T'^i^•Y^^'<:^i^'1'^i^^)^^fflU5)•*fy/^'5J©^^Tofc„ V^T^V 
^iX^/iJ^/V-f— ^-e. ^;6^tt±O5>T-ftJi^40 kDa^:^Ufc(|g23)o 
[0161] th^bMABL-2HL5OSS44*5j;t;?SS105}*jS7nt#3S7n^#SDS-PAGE^^(D^ 

il7C^#-etoonomer<D^^^*^g(j^26 kDa) 1^:^— (D/^^-K^^U #^jl5n 
^#-e}*dimer(0^^^»{fcS(i|i^45 kDa) tC^—(^x<?VK^^bfc (11124) „ gi±<o:i 
th'fkMABL-2HL5(DSS44*3j;TJ?SS105«:— :2|s:^Fv<D2:9-^d5s-S^*|-ej^ 

MMm9:S-Sf^^mAWtMABL-2^i^HL5<Din vitro -e(Z)TJKh— iX^^^^ 

thCD47il^^^^Abfc:L1210JNHIia. JOK-l^fflUa WI^^i^'fb^^M 

#^#:^50 nmol/Ld^felOf^^^-f 00.005 nmol/L*-C. t>L<(i^#:<Dftfc>«9Je: 
PBS(-)Sr^;!jPb. 24^ra^«U^Co ^<D^. Annexin-V^fe^^fV^. FACSCaribur^ 
©(BECTON DICKINSON) IZX^^^m^m^VtZo ^<D^^. \^ ^-ffvcomm^h 
mS^^^WMl^fCo ig25lc:fcMbMABL-2 HL5 SS44(DthCD47jt^^^^#Abfc 
L1210mtC^i-STJKh>-v'x^il*^m<^^M?r:^UfCo 
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[1] CDA7iZf^^-r?>Wt1ffii^o 

[2] CD47;65thCD47-efe^it5ii Jgl tCtBStOtMb^^o 

(1) iB^J#-^7<7)T^y^#^31-35(^ga^J (CDRl) . T^y^#-^50— 66(DgE^J ( 
CDR2). T5/^##99— 106<DiH?IJ(CDR3) 

(2) gB^J#-^10<DT5:y^#^31— 35(D|B^J (CDRl) , T^/^#-^50— 66<73BE^J ( 
CDR2) . T^y^#-^99— 106(DgE^J(CDR3) 

(3) ia^J#^130T5y^#^31— 35(OSH^J (CDRl) . T^/^#^50— 66<DBa^J ( 

CDR2), T5:y^#-^99— 106OgHMCDR3) 

(4) Sa^J#^16C»T5y^#-^31-35<DgB^J (CDRl) . T^y^#-^50— 66<^iE^J ( 
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